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E\ DQ H[FHVVLYH GHSRVLWLRQ RI H[WUDFHOOXODU PDWUL[ (&0 SURWHLQV PDLQO\ FROODJHQV
OHDGLQJ WR DQ LUUHYHUVLEOH GLVWRUWLRQ RI WKH OXQJ DUFKLWHFWXUH 7KHPHGLDQ VXUYLYDO DIWHU
GLDJQRVLV LV  \HDUV ZLWK LQFUHDVLQJ LQFLGHQFH ZRUOGZLGH 7KHUHIRUH WKH QHHG IRU
HIIHFWLYHWUHDWPHQWRSWLRQVLVKXJH
,Q FKDSWHU  ZH SURSRVHG ).ELQGLQJ SURWHLQ  ).%3 DQ HQGRSODVPDWLF
UHWLFXOXP(5UHVLGHQWFROODJHQFKDSHURQHDQGSHSWLG\OSURO\OLVRPHUDVH33,DVHDVD
QRYHOGUXJWDUJHW LQ,3)).%3LVXSUHJXODWHGLQ,3)SDWLHQWVDQGEOHRP\FLQLQGXFHG
OXQJILEURVLVDQGPDLQO\H[SUHVVHGE\P\RILEUREODVWV WKH(&0SURGXFLQJFHOO W\SH LQ
,3) ,Q YLWUR VL51$PHGLDWHGNQRFNGRZQRI).%3 LQ SULPDU\KXPDQ OXQJ ILEUREODVWV
SK/)RI,3)SDWLHQWVUHGXFHGILEURWLFPDUNHUH[SUHVVLRQDQGFROODJHQVHFUHWLRQ
$QRWKHU LPSRUWDQW FKDUDFWHULVWLF RI ,3) EHVLGHV H[FHVVLYH FROODJHQ DFFXPXODWLRQ LV
DEHUUDQWILEUREODVWDGKHVLRQDQGPLJUDWLRQ&KDSWHUH[DPLQHGWKHHIIHFWVRI).%3
ORVVRQWKHVHSURFHVVHV,QWHUHVWLQJO\).%3GHILFLHQF\LQSK/)UHGXFHGWKHFDSDFLW\
RI WKH FHOOV WR DGKHUH DQG WRPLJUDWH .H\PROHFXOHV RI DGKHVLRQ DQGPLJUDWLRQZHUH
PRVWO\XSUHJXODWHGXSRQ).%3ORVVZKHUHDVFROODJHQ9,H[SUHVVLRQZDVUHGXFHG$V
WKHHIIHFWVRQPLJUDWLRQDQGDGKHVLRQZHUHSKRVSKRDVFRUEDWHGHSHQGHQWLWZDVOLNHO\





,3) WUHDWPHQW EXW WKHLU SUHFLVH PHFKDQLVPV RI DFWLRQ DUH QRW FRPSOHWHO\ UHVROYHG
&KDSWHU  GLUHFWO\ FRPSDUHV WKH HIIHFWV RI ERWK GUXJV RQ FROODJHQ V\QWKHVLV DQG
PDWXUDWLRQ LQGRQRUDQG ,3)SK/)1LQWHGDQLE UHGXFHG WKHH[SUHVVLRQRIFROODJHQ ,9
ILEURQHFWLQ)1DQG).%3LQ,3)SK/)DQGGRZQUHJXODWHGWKHVHFUHWLRQRIFROODJHQ,
DQG ,,,3LUIHQLGRQH UHGXFHGFROODJHQ9H[SUHVVLRQEXWZDV OHVVHIIHFWLYH LQJHQHUDO%\




DQGFKDQJHG WKHDSSHDUDQFHRIFROODJHQ ILEULO EXQGOHV7DNHQ WRJHWKHUQLQWHGDQLEDQG
SLUIHQLGRQH LQWHUIHUH ZLWK LPSRUWDQW UHJXODWRU\ VWHSV GXULQJ FROODJHQ ELRV\QWKHVLV DQG
PDWXUDWLRQ
,QFRQFOXVLRQWKLVWKHVLVSUHVHQWVWKHLQKLELWLRQRILQWUDFHOOXODUFROODJHQELRV\QWKHVLVDQG
H[WUDFHOOXODU FROODJHQ ILEULO IRUPDWLRQ DV SURPLVLQJ DSSURDFKHV IRU ,3) WUHDWPHQW DQG
KLJKOLJKWV).%3DVDQLPSRUWDQWUHJXODWRURIWKH(&0%\FRPSDULVRQRIWKHHIIHFWVRI
).%3 GHILFLHQF\ ZLWK RWKHU LQKLELWRUV RI FROODJHQ ELRV\QWKHVLV DQG PDWXUDWLRQ



















YRQ .ROODJHQHQ FKDUDNWHULVLHUW LVW 'LHVH $EODJHUXQJHQ IÝKUHQ OHW]WHQGOLFK ]X HLQHU
LUUHYHUVLEOHQ =HUVWØUXQJ GHU /XQJHQDUFKLWHNWXU 'LH GXUFKVFKQLWWOLFKH /HEHQVHUZDUWXQJ
QDFK GLDJQRVWL]LHUWHU ,3) EHWUÇJW  -DKUH 'DV .UDQNKHLWVDXINRPPHQ VWHLJW VWHWLJ
ZRGXUFKGHU%HGDUIIÝUQHXHWKHUDSHXWLVFKH$QVÇW]HHUKØKWLVW
,Q .DSLWHO  ZLUG ).ELQGLQJ 3URWHLQ  ).%3 DOV QHXHV :LUNVWRII]LHO
YRUJHVWHOOW %HL ).%3 KDQGHOW HV VLFK XPHLQ LP HQGRSODVPDWLVFKHQ5HWLNXOXP (5
ORNDOLVLHUWHV 3URWHLQ PLW .ROODJHQFKDSHURQIXQNWLRQ XQG 3HSWLG\O3URO\O,VRPHUDVH
$NWLYLWÇW ).%3 KDXSWVÇFKOLFK H[SULPLHUW YRQ 0\R)LEUREODVWHQ GHP (&0
SURGX]LHUHQGHP=HOOW\S LVWKRFKUHJXOLHUW LQ ,3)3DWLHQWHQXQG LQ%OHRP\FLQ LQGX]LHUWHU
/XQJHQILEURVH 'HU GXUFK VL51$ YHUPLWWHOWH LQ YLWUR 9HUOXVW YRQ ).%3 LQ SULPÇUHQ
KXPDQHQ /XQJHQILEUREODVWHQ SK/) LVROLHUW YRQ ,3) 3DWLHQWHQ IÝKUWH ]X HLQHU
5HGXNWLRQILEURWLVFKHU0DUNHUVRZLHGHU.ROODJHQVHNUHWLRQ
1HEHQ HQRUPHU .ROODJHQDNNXPXODWLRQ LVW HLQ ZHLWHUHV &KDUDNWHULVWLNXP YRQ ,3) GLH
DEHUUDQWH $GKÇVLRQ XQG0LJUDWLRQ YRQ /XQJHQILEUREODVWHQ.DSLWHO  XQWHUVXFKW GLH
(IIHNWHGHV).%39HUOXVWVDXIGLHVH3UR]HVVH,QWHUHVVDQWHUZHLVHZDUGDV9HUPØJHQ
]XU $GKÇVLRQ XQG 0LJUDWLRQ YRQ ).%3 GHIL]LHQWHQ )LEUREODVWHQ YHUPLQGHUW
6FKOÝVVHOPROHNÝOHGLHVHU3UR]HVVHZXUGHQJUØWHQWHLOVGXUFKGHQ9HUOXVWYRQ).%3
KRFKUHJXOLHUW ZÇKUHQG GLH .ROODJHQ 9,([SUHVVLRQ KHUXQWHUUHJXOLHUW ZXUGH 'LH
$EKÇQJLJNHLW GHU YHUPLQGHUWHQ $GKÇVLRQ XQG 0LJUDWLRQ EHL ).%3 9HUOXVW YRQ 
3KRVSKRDVFRUEDW OLH DXI HLQHQ .ROODJHQDEKÇQJLJHQ 0HFKDQLVPXV VFKOLHHQ 'LHVH





DQG 'UXJ $GPLQLVWUDWLRQ ]XU %HKDQGOXQJ YRQ ,3) ]XJHODVVHQ ZREHL GHU JHQDXH
:LUNXQJVPHFKDQLVPXVEHLGHU0HGLNDPHQWHQLFKWYROOVWÇQGLJEHNDQQW LVW,Q.DSLWHO
LY
ZXUGHQ GLH (IIHNWH EHLGHU 7KHUDSHXWLND LQ %H]XJ DXI LKUH :LUNXQJ DXI GLH
.ROODJHQV\QWKHVH XQG 5HLIXQJ LQ 'RQRU XQG ,3))LEUREODVWHQ GLUHNW PLWHLQDQGHU
YHUJOLFKHQ 1LQWHGDQLE UHGX]LHUWH GLH ([SUHVVLRQ YRQ .ROODJHQ , 9 )LEURQHNWLQ XQG
).%3LQ,3))LEUREODVWHQXQGUHJXOLHUWHGLH6HNUHWLRQYRQ.ROODJHQ,XQG,,,KHUXQWHU
3LUIHQLGRQ%HKDQGOXQJIÝKUWH]XHLQHU9HUPLQGHUXQJGHU.ROODJHQ9([SUHVVLRQMHGRFK
ZDU GLHVHV 7KHUDSHXWLNXP LP *URHQ XQG *DQ]HQ ZHQLJHU HIIHNWLY ,P :HVHQWOLFKHQ
ZDUHQGLH(IIHNWHDXI'RQRUXQG,3))LEUREODVWHQYHUJOHLFKEDU'DUÝEHUKLQDXVNRQQWHQ
ZLU LQ GLHVHU 9HUØIIHQWOLFKXQJ GLH ,QKLELHUXQJ GHU .ROODJHQ ,)LEULOOHQELOGXQJ DOV HLQHQ
ELVKHU XQEHNDQQWHQ :LUNXQJVPHFKDQLVPXV EHLGHU 7KHUDSHXWLND DXINOÇUHQ XQG HLQH
5HGXNWLRQ LQ GHU $Q]DKO VRZLH HLQ YHUÇQGHUWHV (UVFKHLQXQJVELOG GHU
.ROODJHQILEULOOHQEÝQGHO GXUFK %HKDQGOXQJ PLW EHLGHQ 0HGLNDPHQWHQ DXI]HLJHQ
=XVDPPHQIDVVHQG OÇVVW VLFK VDJHQ GDVV EHLGH 7KHUDSHXWLND ZLFKWLJH UHJXODWRULVFKH
3UR]HVVHGHU.ROODJHQV\QWKHVHXQGUHLIXQJEHHLQWUÇFKWLJHQ
$OOHV LQ DOOHP ZLUG LP =XJH GLHVHU $UEHLW GLH ,QKLELHUXQJ GHU LQWUD]HOOXOÇUHQ
.ROODJHQELRV\QWKHVH XQG GHU H[WUD]HOOXOÇUHQ .ROODJHQILEULOOHQELOGXQJ DOV
YLHOYHUVSUHFKHQGHU $QVDW]SXQNW GHU ,3)%HKDQGOXQJ SUÇVHQWLHUW XQG ).%3 DOV HLQ
ZLFKWLJHU 5HJXODWRU GHU (&0KHUYRUJHKREHQ 9HUJOHLFKWPDQ GLH (IIHNWH GHV ).%3
9HUOXVWHVPLW DQGHUHQ EHNDQQWHQ ,QKLELWRUHQ GHU.ROODJHQELRV\QWKHVH XQG UHLIXQJ VR










,GLRSDWKLF SXOPRQDU\ ILEURVLV ,3) DQ LQFXUDEOH DQG LUUHYHUVLEOH OXQJ GLVHDVH WKDW




JDV H[FKDQJH .LP HW DO  :ROWHUV HW DO  7KH XQGHUO\LQJ SDWKRJHQLF
SURFHVVHV WKDWFDXVH WKH ILEURWLF UHVSRQVHDUHQRWFRPSOHWHO\XQGHUVWRRGEXW WKHUH LV




DVZHOO DV DFWLYDWLRQ SUROLIHUDWLRQDQGGLIIHUHQWLDWLRQRI ILEUREODVWV LQWRP\RILEUREODVWV
.LQJHWDOUHVXOWLQJLQDQDEHUUDQWZRXQGUHVSRQVH5HQ]RQLHWDO
(SLGHPLRORJ\RI,3)
7KHSUHYDOHQFHRI ,3) WKHPRVWFRPPRQW\SHRI ,/' LQFUHDVHVIURP\HDUWR\HDU ,3)
SRVVLEO\KDVFRQWULEXWHGVXEVWDQWLDOO\WRWKHLQFUHDVHVLQ,/'UHODWHGPRUWDOLW\GHWHFWHG
IURPWR.UHXWHUHWDO0RUWDOLW\DQG&DXVHVRI'HDWK






FKHPLFDOV RU JDVWURHVRSKDJHDO UHIOX[ WKDW PLJKW FDXVH WKH GLVHDVH )XUWKHUPRUH
JHQHWLFVFDQDOVRSOD\DUROHLQVSRUDGLFIRUPVRI,3)PXWDWLRQVLQJHQHVOLNH08&%RU
72//,3ZHUHIRXQGLQWKHVHFDVHV6HLEROGHWDO)LQJHUOLQHWDO1RWKHWDO
0DWKDL HW DO  $OOHQ HW DO  ,QWHUHVWLQJO\ SDWLHQWV WKDW KDYH D VLQJOH














FHOOV )HUQDQGH] DQG (LFNHOEHUJ  7KLV UHVXOWV LQ WKH GLVWRUWLRQ RI WKH QRUPDO
DUFKLWHFWXUHRIWKHOXQJ:LOVRQDQG:\QQ
3DWKRJHQHVLVRI,3)






DQWLILEULQRO\WLF FRDJXODWLRQ FDVFDGH LQGXFLQJ SODWHOHW DFWLYDWLRQ DQGEORRG FORWWLQJ7KH
Figure 1. Stages in the process of normal and abnormal wound healing. Wound healing can be divided into 
four stages: Clotting and coagulation (not shown), inflammatory cell migration, fibroblast migration, proliferation 
and activation followed by tissue remodeling and/or resolution. Dysregulation of one of these stages or persistent 






SHUPHDELOLW\ RI EORRG YHVVHOV LQFUHDVHV IDFLOLWDWLQJ OHXFRF\WH UHFUXLWPHQW WR WKH LQMXU\
VLWH IROORZHGE\ WKH UHOHDVH RI SURILEURWLF F\WRNLQHV OLNH WUDQVIRUPLQJ JURZWK IDFWRUЎ
7*)ЎDNH\SOD\HULQ,3)DQGWKHPDLQP\RILEUREODVWLQGXFHU,QWKHQH[WSKDVHORFDO
PHVHQFK\PDO FHOOV GLIIHUHQWLDWH LQWR P\RILEUREODVWV $GGLWLRQDOO\ ILEUREODVWV PD\ JHW
UHFUXLWHG IURP ERQH PDUURZGHULYHG ILEURF\WHV DQGRU YLD HSLWKHOLDO WR PHVHQFK\PDO
WUDQVLWLRQ (07 D SURFHVV LQ ZKLFK HSLWKHOLDO FHOOV JDLQ D PHVHQFK\PDO SKHQRW\SH
8SRQ DFWLYDWLRQ ILEUREODVWV GLIIHUHQWLDWH LQWR ЍVPRRWK PXVFOH Ѝ60$ H[SUHVVLQJ
P\RILEUREODVWV WKDWPLJUDWH LQWR WKHZRXQG WR SURPRWHZRXQGFRQWUDFWLRQ IROORZHGE\
UHJHQHUDWLRQ RI WKH LQMXUHG WLVVXH 'XULQJ D SHUVLVWHQW LQMXU\ P\RILEUREODVWV EHJLQ WR
V\QWKHVL]HH[FHVVLYHDPRXQWVRIH[WUDFHOOXODUPDWUL[(&0SURWHLQVOLNHFROODJHQW\SH,
,,,9DQGILEURQHFWLQ)1WLVVXHUHPRGHOLQJSKDVHOHDGLQJWRVFDUULQJDQGGLVWRUWLRQRI
WKHQRUPDO OXQJDUFKLWHFWXUH )LJXUH DGDSWHG IURP :\QQ  +LQ] HW DO 




2QH LPSRUWDQW IHDWXUHRI ILEURVLV LV WKHDEQRUPDO UHJXODWLRQRI ILEUREODVWDGKHVLRQDQG
PLJUDWLRQ9HUUHFFKLDDQG0DXYLHO&KDQJHWDO.LQJHWDOZKLFKLV
FRQWUROOHGE\F\WRNLQHV OLNH7*)ЎDQGE\ WKHPHFKDQLFDOPLFURHQYLURQPHQW +LQ]HW
DO
&HOO PLJUDWLRQ LV D G\QDPLF SURFHVV UHJXODWHG E\ DVVHPEO\ DQG GLVDVVHPEO\ RI IRFDO
DGKHVLRQV)$7KHDWWDFKPHQWWRWKH(&0 LVIDFLOLWDWHGE\WUDQVPHPEUDQHUHFHSWRUV
FDOOHG LQWHJULQV WKDW EXLOG WKH OLQN EHWZHHQ WKH (&0 DQG LQWUDFHOOXODU )$ FRPSOH[HV









7KURXJKRXW WKH ERG\ FROODJHQV DUH WKH PRVW DEXQGDQW SURWHLQV DV ZHOO DV WKH PDMRU
FRPSRQHQWRIWKH(&0+RZHYHUQRWDOOFROODJHQW\SHVDUH(&0SURWHLQV&ROODJHQVDUH
EXLOW XS RXW RI D UHSHDWLQJ OHIWKDQGHG KHOL[ RI *O\;< WULSOHWVZKHUHE\ ; DQG < DUH
PRVWO\ SUROLQH DQG K\GUR[\SUROLQH UHVLGXHV 7KUHH OHIW KDQGHG KHOLFHV IRUP D ULJKW
KDQGHGWULSOHKHOL[DQGERWKKRPRDQGKHWHURWULPHULFIRUPVH[LVW7ZHQW\QLQHGLIIHUHQW
FROODJHQ W\SHV DUH NQRZQ WR GDWHPDLQWDLQLQJ GLIIHUHQW VXSUDPROHFXODU VWUXFWXUHV OLNH
ILEULOODUFROODJHQV W\SH , ,, ,,,9;,;;,9;;9,, QHWZRUN IRUPLQJFROODJHQV W\SH ,9
9,,, ; ILEULODVVRFLDWHGFROODJHQZLWK LQWHUUXSWHG WULSOHKHOLFHV FROODJHQV W\SH ,;;,,
;,9;9,;,;;;;;,;;,,DQFKRULQJFROODJHQVW\SH9,,PXOWLSOHWULSOHKHOL[GRPDLQV
DQG LQWHUUXSWLRQV FROODJHQV W\SH;9 ;9,,, EHDGHG ILODPHQW FROODJHQV W\SH9, ;;9,












([FHVVLYH FROODJHQ GHSRVLWLRQ LV RQH FHQWUDO FKDUDFWHULVWLF RI ,3) &ROODJHQV ZHUH
UHSRUWHGWREHWKHPDLQFRPSRQHQWRIQHZO\V\QWKHVL]HG(&0GXULQJWKHSURFHVVRIOXQJ















LQ D ]LSSHUOLNH VW\OH IURP LWV FDUER[\WHUPLQXV WR LWV DPLQRWHUPLQXV +XOPHV 
%HIRUHWKHWULSOHKHOL[FDQIRUPVHYHUDOVWHSVDUHQHHGHG)LUVWXQIROGHGSURFROODJHQLV
FRWUDQVODWLRQDOO\ K\GUR[\ODWHG YLD SURO\O K\GUR[ODVHV 3+V SURO\O K\GUR[ODVHV
3+V DQG O\V\O K\GUR[\ODVHV /+V ZKLFK DOO UHTXLUH DVFRUELF DFLG DV FRIDFWRU
3RVWWUDQVODWLRQDO PRGLILFDWLRQV 370V OLNH K\GUR[\ODWLRQ RI SUROLQHV DQG O\VLQHV DUH
LQGLVSHQVDEOH IRU FRUUHFW VWDELOLW\ DQG WULSOH KHOL[ IRUPDWLRQ DQG WKHUHIRUH IRU FROODJHQ
VHFUHWLRQDQGLWVILQDOVXSUDPROHFXODUVWUXFWXUHDVVHPEO\:HLVHWDO+XGVRQDQG
(\UH,VKLNDZDDQG%ÇFKLQJHU3RNLG\VKHYDHWDO
6HFRQG VRPH K\GUR[\O\VLQHV RI WKH SURFROODJHQPROHFXOH DUH DGGLWLRQDOO\PRGLILHG E\
WKHDWWDFKPHQWRIЎJDODFWRVHDQGαJOXFRVH&KDQJHV LQFROODJHQJO\FRV\ODWLRQ OHYHOV
KDYH EHHQ DVVRFLDWHG ZLWK 2VWHRJHQHVLV LPSHUIHFWD 2, DQG RWKHU ERQHVNHOHWDO















Figure 2. Pathway of collagen synthesis and maturation. The process starts in the cell with the transcription 
and translation of procollagen. Procollagen is co-translationally translocated into the rER where PTMs are 
executed. Several enzymes and molecular chaperones like HSP47 and FKBP10 assist in procollagen maturation 
and triple helical folding. Procollagen is translocated to the golgi via vesicles and further modified. After secretion 
propeptides are cleaved resulting in tropocollagen. Fibrils assemble in an entropy-driven process. Fibrils form into 
fibers and finally build fiber bundles. Crosslinking of the telopeptides of tropocollagen is catalyzed by lysyl 












2XWVLGH WKH FHOO SURSHSWLGHV RI SURFROODJHQ DUH FOHDYHG E\ 1 DQG &SURFROODJHQ
SURWHLQDVHV JHQHUDWLQJ WURSRFROODJHQ KDYLQJ WHORSHSWLGHV RQ WKHLU FOHDYHG HQGV 7KLV
LQLWLDWHV DQ HQWURS\GULYHQ SURFHVV RI VSRQWDQHRXV VHOIDVVHPEO\ RI WKH WURSRFROODJHQ
WULSOHKHOLFHV LQWRFROODJHQILEULOV&URVVOLQNLQJRIFROODJHQILEULOVVWUHQJWKHQVWKHILEULOV
7KLVUHDFWLRQLVH[HFXWHGE\O\V\OR[LGDVHV/2VDQGWUDQVJOXWDPLQDVH7*HQ]\PHV









%HVLGHV FROODJHQV DOVR SURWHRJO\FDQV OLNH ELJO\FDQ DQG GHFRULQ FDQ LQWHUDFW ZLWK
FROODJHQVWRUHJXODWHFROODJHQILEULO IRUPDWLRQ%RWKSURWHRJO\FDQVDUHNH\UHJXODWRUVRI
ODWHUDO FROODJHQ ILEULO DVVHPEO\ 0RUHRYHU ERWK SURWHLQV LQWHUDFW ZLWK FROODJHQ 9,
&ROODJHQ9,LQWXUQLQWHUDFWVZLWKPDQ\(&0SURWHLQLQFOXGLQJFROODJHQ,DQG)1WKURXJK
LWVEHDGHGVWUXFWXUH.DUVGDOHWDO







ELQG WR ILEULOODU\ FROODJHQV .DGOHU DQG FROOHDJXHV SURSRVHG FROODJHQ 9 DV SRWHQWLDO









VHULQH SURWHDVHV DQG FDWKHSVLQ . FDQ GHJUDGH ILEULOODU FROODJHQV )LEUREODVW DFWLYDWLRQ
LQWRP\RILEUREODVWV OHDGVEHVLGHVWR(&0SURWHLQH[SUHVVLRQDOVRWRWKHH[SUHVVLRQRI
(&0 UHJXODWLQJ HQ]\PHV OLNHPDWUL[PHWDOORSURWHLQDVHV 003V DQG VHULQH SURWHDVHV
/DXHU)LHOGVHWDO6RQJHWDO&ODUNHHWDO0F.OHUR\HWDO




003V SOD\ D FHQWUDO UROH LQ FRQQHFWLYH WLVVXH UHPRGHOLQJ FRQFHUQLQJ GHYHORSPHQW
KRPHRVWDVLVDQGZRXQGKHDOLQJ/DXHU)LHOGVHWDO
,QQRUPDO OXQJV FROODJHQGHJUDGDWLRQ LVG\QDPLFDOO\ UHJXODWHGE\003VDVZHOODVE\
WLVVXH LQKLELWRUV RI 003V 7,03V 'DQFHU HW DO  003V DUH H[WUDFHOOXODU
HQGRSHSWLGDVHV WKDW FDQ EH VHFUHWHG RU ERXQG WR WKH PHPEUDQH UHVSRQVLEOH IRU WKH
GHJUDGDWLRQ RI FRQQHFWLYH WLVVXHPDWULFHV VSHFLILFDOO\ (&0FRQVWLWXHQWV 7KH\ FDQ EH
GLYLGHG LQWR VHYHUDO VXEJURXSV DFFRUGLQJ WR WKHLU VXEVWUDWH VSHFLILFLW\ DQG VWUXFWXUH
%KDWWDFKDU\\D HW DO  003V DUH HLWKHU DQWL RU SURILEURWLF KRZHYHU LQ WKH
GHYHORSPHQW RI ILEURVLV 003V DQG WKHLU LQKLELWRUV DUH GHUHJXODWHG *LDQQDQGUHD DQG
3DUNV
,QWHUHVWLQJO\EHVLGHVFROODJHQFOHDYDJH003VDUHDOVRDEOHWRDFWLYDWHODWHQW7*)ЎD





WRJHWKHU LQ D FRPSOH[ ZLWK ODWHQW DVVRFLDWHG SURWHLQ Ў Ў DQG Ў VPDOO ODWHQW
FRPSOH[6/&WRWKH(&0ODWHQW7*)ЎELQGLQJSURWHLQV/7%3VOLQNWKH6/&WRWKH
(&0YLDDVVRFLDWLRQZLWK(&0SURWHLQV OLNH)1 &ODUNHHWDO /DWHQW7*)Ў LV
DFWLYDWHGE\003VE\SURWHRO\WLFFOHDYDJHRIWKLV LQKLELWRU\SURWHLQSURWHLQ LQWHUDFWLRQ
%KDWWDFKDU\\DHWDO&ODUNHHWDO
,QWUDFHOOXODU FROODJHQGHJUDGDWLRQ LVH[HFXWHGE\ VSHFLILF UHFHSWRUV OLNHЍЎ LQWHJULQ
RQWKHFHOOVXUIDFHUHFRJQL]LQJFROODJHQILEULOV/HHHWDO$URUDHWDO$IWHU
HQGRF\WRVLV GHJUDGDWLRQ RI FROODJHQ LV H[HFXWHG LQ WKH O\VRVRPDO QHWZRUN RI WKH FHOO
(YHUWVHWDO











RQ WKDW EHOLHI ,3) SDWLHQWV ZHUH WUHDWHG ZLWK FRUWLFRVWHURLG DQG LPPXQRVXSSUHVVDQW
GUXJV EXW WKH ODFN RI HIILFDF\ ZLWK WKLV WKHUDS\ JXLGHG WKH ZD\ WR QHZ WUHDWPHQW
DSSURDFKHV'DWWDHWDO)XMLPRWRHWDO
%DVHG RQ WKH FXUUHQW FRQFHSW WKDW UHSHDWHG PLFURLQMXULHV RI WKH DOYHRODU HSLWKHOLXP
JHQHUDWHD ILEURWLF UHVSRQVH GUXJ GHYHORSPHQWZDV VKLIWHG WR DQDQWLILEURWLF VWUDWHJ\
+RZHYHU LQ WKH JXLGHOLQH RI  QR SKDUPDFRORJLFDO WUHDWPHQW ZDV UHFRPPHQGHG
H[FHSWDZHDNUHFRPPHQGDWLRQIRUDQWDFLGWKHUDS\)LJXUH.UHXWHUHWDO&DUH
RSWLRQVIRU,3)SDWLHQWVLQFOXGHGSDOOLDWLRQDQGOXQJWUDQVSODQWDWLRQ5DJKXHWDO
0DQ\ FRPSRXQGV KDYH EHHQ SURPLVLQJ LQ WKH EHJLQQLQJ OLNH ZDUIDULQ DPEULVHQWDQ
HQWRWKHOLQ DQWDJRQLVW LPDWLQLE W\URVLQH NLQDVH LQKLELWRU RU WKH FRPELQDWLRQ RI
FRUWLFRVWHURLGV DQG 1DFHW\OF\VWHLQH 1$& ZLWK WKH LPPXQRVXSSUHVVDQW D]DWKLRSULQH
,QWURGXFWLRQ







WULDOV OLNHVLQJOHFRPSRQHQWGUXJVWKDWWDUJHWH[WUDFHOOXODU IDFWRUV LPSOLFDWHG LQILEURVLV
FRPSULVLQJ DPRQJVW RWKHUV H[WUDFHOOXODU 7*)Ў VLJQDOLQJ LQKLELWRUV UHFHSWRU W\URVLQH
NLQDVHLQKLELWRUV57.VF\WRNLQHLQKLELWRUV,QWUDFHOOXODUVLQJOHFRPSRQHQWGUXJWDUJHWV
PRVWO\DGGUHVVHGE\VPDOOPROHFXOHVDUHOHVVDFFHVVLEOHWKDQH[WUDFHOOXODUWDUJHWVEXW
QRQHWKHOHVV VWXGLHV IRFXVLQJ RQ LQWUDFHOOXODU WDUJHWV DUH LQFUHDVLQJ RYHU WKH SDVW IHZ






7KH FXUUHQW JXLGHOLQH RI  UHFRPPHQGV WKUHH RSWLRQV IRU ,3) WUHDWPHQW QDPHO\
DQWDFLG WKHUDS\ QLQWHGDQLE DQG SLUIHQLGRQH ZKLFK DUH LQWURGXFHG LQ WKH IROORZLQJ
SDUDJUDSKV
Table 1. Key recommendations on pharmacological treatment of IPF according to current guidelines (adapted 






*DVWURHVRSKDJHDO UHIOX[ PD\ FRQWULEXWH WR ,3) SDWKRJHQHVLV GXH WR FKURQLF PLFUR
DVSLUDWLRQRIWKHUHIOX[DWH,QDQLPDOPRGHOVUHSHDWHGPLFURDVSLUDWLRQOHDGWRLQFUHDVHG
FROODJHQ,,,,9DQG)1H[SUHVVLRQYLD7*)ЎDQG71)ЍUHJXODWLRQ0RUHRYHUELOHVDOWV




SXPS LQKLELWRUV DQG KLVWDPLQH UHFHSWRU DQWDJRQLVWV LV FRQQHFWHG WR D ORZHU
UDGLRORJLFDO ILEURVLV VFRUHZKLFK OHDG WR DEHWWHU VXUYLYDO LQ ,3)SDWLHQWV $GDPDOL DQG
0DKHU.UHXWHUHWDO
$QRWKHU VWXG\ GLG QRW VKRZ DQ\ EHQHILW RI DQ DQWDFLG WKHUDS\ KRZHYHU WKH 
JXLGHOLQHVJLYHDFRQGLWLRQDOUHFRPPHQGDWLRQIRUXVHLQ,3).UHXWHUHWDO
3LUIHQLGRQH







K\GUR[\SUROLQH FRQWHQW LQ OXQJ WLVVXH LQ EOHRP\FLQ LQGXFHG OXQJ ILEURVLV LQ KDPVWHUV
2YHU WKH \HDUVPDQ\RWKHU VWXGLHVRI EOHRP\FLQ LQGXFHG OXQJ ILEURVLV LQPLFHRU FDWV
FRXOGUHSURGXFHWKLVRXWFRPH0\OODUQLHPLDQG.DDUWHHQDKR
,Q VWXGLHV RI SULPDU\ KXPDQ OXQJ ILEUREODVWV SLUIHQLGRQH WUHDWPHQW OHDG WR UHGXFHG












DUH DURXQG  ¡0 LQ SDWLHQWV :ROOLQ /  5HSRUWHG VLGH HIIHFWV RI WKH WKHUDS\
LQFOXGH QDXVHD GL]]LQHVV YRPLWLQJ DQG DQRUH[LD EXW LQ JHQHUDO SLUIHQLGRQH LV ZHOO
WROHUDWHG0DKHU.UHXWHUHWDO
1LQWHGDQLE
1LQWHGDQLE %,%) D VPDOO PROHFXOH GHYHORSHG E\ %RHKULQJHU,QJHOKHLP LV D
UHFHSWRU W\URVLQH NLQDVH LQKLELWRUV 57. LQKLELWRU DJDLQVW YDVFXODU HQGRWKHOLDO JURZWK
IDFWRU ILEUREODVW JURZWK IDFWRU DQG SODWHOHWGHULYHG JURZWK IDFWRU UHFHSWRU1LQWHGDQLE
ZDV RULJLQDOO\ GHVLJQHG DV DQ DQWLFDQFHU GUXJ DQG WKH FOLQLFDO GHYHORSPHQW IRU WKH
WUHDWPHQW RI FDQFHUV OLNH EUHDVW RYDULDQ RU JDVWURLQWHVWLQDO FDQFHUV LV VWLOO RQJRLQJ
0\OODUQLHPLDQG.DDUWHHQDKR:ROOLQHWDO
*LYHQWKDW,3)DQGFDQFHUVKDUHFRPPRQDOLWLHVDQGQLQWHGDQLELQKLELWV SODWHOHWGHULYHG
JURZWK IDFWRU UHFHSWRU D UHFHSWRU PDLQWDLQLQJ DQ LPSRUWDQW UROH LQ ,3) GLVHDVH
SURJUHVVLRQLWZDVFKRVHQDVDSRVVLEOHWUHDWPHQWPHWKRGIRU,3):ROOLQHWDO
,Q VHYHUDO SUHFOLQLFDO VWXGLHV QLQWHGDQLE UHYHDOHG DQWLILEURWLF DQG DQWLLQIODPPDWRU\
SURSHUWLHV1LQWHGDQLE LQKLELWV57. UHFHSWRUVE\EORFNLQJ WKH LQWUDFHOOXODU$73ELQGLQJ
SRFNHW$GGLWLRQDOO\QLQWHGDQLEFDQLQKLELW6UFIDPLO\NLQDVHVWKDWDUHLPSRUWDQWSOD\HUV




7,03 DQG LQFUHDVHG 003 OHYHOV +RVWHWWOHU HW DO  :ROOLQ HW DO 
5DQJDUDMDQHWDO
7ZR LGHQWLFDO LQWHUQDWLRQDO UDQGRPL]HGSODFHERFRQWUROOHGGRXEOHEOLQGFOLQLFDOSKDVH






WKH VHUXP OHYHOV RI  Q0 ZHUH UHDFKHG 1LQWHGDQLE ZDV DSSURYHG LQ  IRU ,3)
WUHDWPHQW LQ WKH 86$ DQG (XURSH 5LFKHOGL HW DO :ROOLQ HW DO :ROOLQ /

2YHUDOOQLQWHGDQLEZDVZHOOWROHUDWHGZLWKUHSRUWHGGUXJUHODWHGVLGHHIIHFWVOLNHGLDUUKHD
DQGYRPLWLQJ7KHJXLGHOLQH UHFRPPHQGV WKHXVHRIQLQWHGDQLE IRU ,3) WUHDWPHQW
.UHXWHUHWDO:ROOLQHWDO
7DUJHWLQJWKH(&0LQOXQJILEURVLVWKHUDS\




WKH(&0FRPSRVLWLRQ LQGXFHV WKHH[SUHVVLRQRIPRUH(&0SURWHLQV LQP\RILEUREODVWV
PLJKWEHDSURPLVLQJ DSSURDFK /XQJ ILEUREODVW VHHGHGRQ GHFHOOXODUL]HG ,3) SDWLHQWbV








UHSUHVVLQJ WKH IHHGEDFN PHFKDQLVP WKDW OHDGV WR H[FHVVLYH (&0 SURWHLQ H[SUHVVLRQ
,PSRUWDQW SOD\HUV LQ WKLV SURFHVV DUH PROHFXOHV LPSOLFDWHG LQ FROODJHQ ELRV\QWKHVLV
PDWXUDWLRQ DQG GHJUDGDWLRQ ZKLFK FRPSULVH SURPLVLQJ GUXJ WDUJHWV WR LQWHUUXSW WKLV
SRVLWLYHIHHGEDFNORRS
7R GDWH VWXGLHV DUH RQJRLQJ RQPXOWLFRPSRQHQW GUXJV WKDW HLWKHU DUH RQH RU VHYHUDO
FRPSRXQGVWKDWDIIHFWPXOWLSOHWDUJHWV LQFOXGLQJFRPSRXQGVWKDWWDUJHW003V7,03V
RU7*)ЎPHFKDQLVPV /L HW DO +RZHYHU D VWXG\ LQSKDVH ,, RI DPRQRFORQDO






DV LWV GHILFLHQF\ FDQ LQWHUIHUHZLWK FROODJHQ V\QWKHVLV DQGPDWXUDWLRQ DVZHOO DVZLWK
ILEURWLFPDUNHUH[SUHVVLRQ
).ELQGLQJSURWHLQV
). ELQGLQJ SURWHLQV ).%3V DUH LQWUDFHOOXODU SURWHLQV WKDW EHORQJ WR WKH IDPLO\ RI
LPPXQRSKLOLQV 7KH\ IXQFWLRQ DV SHSWLG\OSURO\OLVRPHUDVHV 33,V FDWDO\]LQJ WKH
FLVWUDQV LVRPHUL]DWLRQ RI SUROLQH )LJXUH  DGDSWHG IURP /X HW DO  DQG DUH
PROHFXODU FKDSHURQHV .DQJ HW DO  ,PPXQRSKLOLQV DUH WDUJHWHG E\ WKH
LPPXQRVXSSUHVVDQWGUXJVF\FORVSRULQH$DQG). WDFUROLPXV WKDW DUHVWUXFWXUDOO\
QRWUHODWHGEXWWKHLUPRGHRIDFWLRQLVFRPSDUDEOHDVWKH\ERWKLQKLELWWKH33,DVHDFWLYLW\
.DQJ HW DO  $FFRUGLQJ WR WKHLU ELQGLQJ SDUWQHUV LPPXQRSKLOLQV FDQ EH GLYLGHG
LQWRWZRFODVVHVF\FORSKLOLQELQGWRF\FORVSRULQH$DQG).%3VELQGWR).,VKLNDZD
HW DO  7KH EHVW NQRZQ ).%3 LV ).%3$ ).%3 ).%3 7KH FRPSOH[ RI
).%3).KDVLPPXQRVXSSUHVVLYHDFWLYLW\DVLWLQKLELWVWKHSKRVSKDWDVHDFWLYLW\RI
FDOFLQHXULQ UHVXOWLQJ LQ LPSHGHGDFWLYDWLRQRI WKH WUDQVFULSWLRQ IDFWRU QXFOHDU IDFWRURI
DFWLYDWHG7FHOOV1)$71)$7LVUHVSRQVLEOHIRUWKHDFWLYDWLRQRIWKHWUDQVFULSWLRQRIWKH
LQWHUOHXNLQJHQHGXULQJ7FHOODFWLYDWLRQ-RUJHQVHQHWDO




).%3VDUHGLYLGHG LQWR IRXUVXEJURXSVDFFRUGLQJ WR WKH UHJLRQVQH[WRUZLWKLQ WKH33,
GRPDLQVFRYHULQJWKHQXFOHDUWKHF\WRSODVPLFWKHWHWUDFRUWLFRSHSWLGH735GRPDLQDV
ZHOO DV WKH VHFUHWRU\SDWKZD\ ).%3V 5XOWHQ HW DO  ).%3 IDPLO\ PHPEHUV RI
Figure 3. PPIase activity. PPIases catalyze the cis/trans isomerization of proline residues. (Figure adapted from 

















).%3 LV DQ (5 UHVLGHQW 33,DVH DQG FROODJHQ FKDSHURQH WKDW LV GHYHORSPHQWDOO\
UHJXODWHG DQG LV DQ LPSRUWDQW SOD\HU LQ IROGLQJ DQG WUDIILFNLQJ RI VHFUHWRU\ SURWHLQV
3DWWHUVRQHWDO,VKLNDZDHWDO,QWKHOXQJLWLVH[SUHVVHGZLWKWKHVDPH




7KH UDWHRI FROODJHQ WULSOHKHOL[ IRUPDWLRQZKLFK LV OLPLWHGE\ WKHSURFHVVRI FLVWUDQV
LVRPHUL]DWLRQ ZDV RQO\ PDUJLQDOO\ LQIOXHQFHG E\ ).%3 %ÇFKLQJHU HW DO 
%ÇFKLQJHUHWDO=HQJHWDO
Figure 4. Examples of FKBP members of each subgroup. FKBP1 and FKBP1B belong to the cytoplasmatic 
FKBPs. FKBP3 and 15 are nuclear FKBPs. FKBP4, 5, 6, 8 contain a tetratricopeptide (TRP) domain and are 
therefore grouped as TRP-domain containing FKBPs. FKBP7, 9, 10, 11, 14 belong to the secretory pathway 




).%3 LQWHUDFWVZLWKXQIROGHGDQG WULSOHKHOLFDOFROODJHQDQG LWV IXQFWLRQDVFROODJHQ
FKDSHURQH LV LPSRUWDQW LQ FROODJHQVWDELOL]DWLRQDQGPDWXUDWLRQ ,VKLNDZDHWDO 
7KHFKDSHURQHDFWLYLW\RI).%3ZDVQRWGLVUXSWHGE\WKHDGGLWLRQRI).SUREDEO\
EHFDXVHRQO\RQHRIIRXU).%'VLQ).%3 LVEORFNHGE\)./LNH+63).%3
PLJKW LQKLELW SUHPDWXUH SURFROODJHQ DVVRFLDWLRQ LQVLGH WKH FHOO ,VKLNDZD HW DO 






&RQQHFWLYH WLVVXH GLVRUGHUV DULVLQJ IURP WKH GLVUXSWLRQ RI FROODJHQ ELRV\QWKHVLV DUH
FRPPRQO\ FDXVHG E\ PXWDWLRQV LQ JHQHV HQFRGLQJ FROODJHQV RU FROODJHQ ELRV\QWKHWLF
HQ]\PHV0XWDWLRQVLQ).%3IRUH[DPSOHOHDGWR%UXFNDQG.XVNRNZLPV\QGURPHDQG
WRDUHFHVVLYHIRUPRI2,DOVRFDOOHGWKHEULWWOHERQHGLVHDVHWKDWLVFDXVHGE\VWUXFWXUDO
GHIHFWV RI FROODJHQ , 5DXFK DQG *ORULHX[  ,VKLNDZD HW DO  7KHUHIRUH
).%3 LVD FUXFLDOSOD\HU LQFROODJHQELRV\QWKHVLVDQGPDLQWDLQVDQ LPSRUWDQW UROH LQ
FROODJHQUHODWHGGLVHDVHV
%HVLGHV2, RU%UXFN V\QGURPH ,3) LV DOVRD FROODJHQ UHODWHGGLVRUGHU )HUQDQGH]DQG
(LFNHOEHUJ  7KH 33,DVH LQKLELWRU\ GUXJ ). ZKLFK LQKLELWV RQH ).%' RI
).%3ZDV UHSRUWHG WRH[HFXWHDQWLILEURWLFDFWLRQ LQ OXQJ ILEURVLV ,QDVHHWDO
1DJDQRHWDO+RULWDHWDO&RUUHDOHHWDO5HSRUWHGHIIHFWV LQYLWUR
UDQJHGIURPUHGXFHGFROODJHQV\QWKHVLVWRWKHLQKLELWLRQRI7*)ЎUHFHSWRUH[SUHVVLRQ





DQGFROODJHQFKDSHURQHPDLQWDLQVDPDMRU UROH LQRWKHUFROODJHQ UHODWHGGLVRUGHUV OLNH





UHSRUWHG WRKDYHDQWLILEURWLFHIIHFWVEXW WKHPHFKDQLVPRIDFWLRQ LVXQNQRZQ 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Abstract
Rationale: Increased abundance and stiffness of the extracellular
matrix, in particular collagens, is a hallmark of idiopathic pulmonary
ﬁbrosis (IPF). FK506-binding protein 10 (FKBP10) is a collagen
chaperone, mutations of which have been indicated in the reduction
of extracellular matrix stiffness (e.g., in osteogenesis imperfecta).
Objectives:To assess the expression and function of FKBP10 in IPF.
Methods:We assessed FKBP10 expression in bleomycin-
induced lung ﬁbrosis (using quantitative reverse
transcriptase–polymerase chain reaction, Western blot, and
immunoﬂuorescence), analyzed microarray data from 99
patients with IPF and 43 control subjects from a U.S. cohort,
and performed Western blot analysis from 6 patients with IPF
and 5 control subjects from a German cohort. Subcellular
localization of FKBP10 was assessed by immunoﬂuorescent
stainings. The expression and function of FKBP10, as well as its
regulation by endoplasmic reticulum stress or transforming
growth factor-b1, was analyzed by small interfering
RNA–mediated loss-of-function experiments, quantitative reverse
transcriptase–polymerase chain reaction, Western blot, and
quantiﬁcationof secreted collagens in the lung and inprimaryhuman
lung ﬁbroblasts (phLF). Effects on collagen secretion were compared
with those of the drugs nintedanib and pirfenidone, recently
approved for IPF.
Measurements and Main Results: FKBP10 expression was
up-regulated in bleomycin-induced lung ﬁbrosis and IPF.
Immunoﬂuorescent stainings demonstrated localization to
interstitial (myo)ﬁbroblasts andCD681macrophages. Transforming
growth factor-b1, but not endoplasmic reticulum stress, induced
FKBP10 expression in phLF. The small interfering RNA–mediated
knockdown of FKBP10 attenuated expression of proﬁbrotic
mediators and effectors, including collagens I and V and a-smooth
muscle actin, on the transcript and protein level. Importantly, loss of
FKBP10 expression signiﬁcantly suppressed collagen secretion by
phLF.
Conclusions: FKBP10 might be a novel drug target for IPF.
Keywords: FKBP65; peptidyl-prolyl isomerase; lung ﬁbrosis;
collagen cross-linking; extracellular matrix
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Idiopathic pulmonary ﬁbrosis (IPF) is
the most fatal interstitial lung disease,
with a 5-year survival rate of 30 to 50%
and few treatment options (1). The
etiology of IPF is poorly understood.
The current concept involves repeated
alveolar injuries of unclear nature,
providing signals for ﬁbroblast activation,
proliferation, and differentiation to
myoﬁbroblasts (2–6). The latter overgrow
the delicate alveolar lung tissue and
secrete increased amounts of extracellular
matrix (ECM) proteins. According to
a recently published study, the ECM
appears to play a major role not only
in the composition but also in the
maintenance of the ﬁbrotic phenotype
in IPF, contributing to the irreversibility
of the disease (7). Therefore, matrix
and matrix-processing enzymes will
provide promising novel drug targets
for IPF. For instance, inhibition of the
collagen cross-linking enzyme lysyl
oxidase-like 2 (LOXL2) is currently
investigated as an IPF treatment option
in a phase II trial (8).
Pirfenidone and nintedanib, two
drugs recently approved by the U.S.
Food and Drug Administration for IPF
therapy, decelerate but do not attenuate
disease progression in patients with IPF,
by decreasing lung function decline.
They also show considerable side effects,
and their mechanism of action is
incompletely understood (9, 10). As
such, the need to identify novel drug
targets for IPF remains imperative, as
we require alternative treatment options
for nonresponders, cell-type–speciﬁc
targeted therapy, and combination
therapy options.
The intracellular chaperone
FK506-binding protein 10 (FKBP10,
also termed FKBP65) has been reported
to directly interact with collagen I (11).
FKBP10 belongs to the FKBP subfamily
of immunophilins, molecular chaperones
with peptidyl-prolyl isomerase activity,
which bind the immunosuppressive
drug FK506 (tacrolimus) (12, 13).
Collagen triple helix formation heavily
relies on proline isomerization to
trans-proline as a prerequisite of linear
chain assembly (14). Mutations in
FKBP10 lead to collagen-related disorders
such as osteogenesis imperfecta, and
studies in the last 4 years have suggested
an association of these mutations with
attenuated collagen secretion and
diminished collagen I cross-linking in
dermal ﬁbroblasts and bone (15–18). A
recent study showed that Fkbp102/2mouse
embryos are postnatally lethal and display
reduced collagen cross-linking in calvarial
bone (19).
Given that FKBP10 is a collagen-
processing enzyme with potential impact
on ECM protein secretion and cross-linking,
we sought to assess its role in IPF. We
analyzed FKBP10 expression in lungs of
mice subjected to bleomycin and patients
with IPF. Loss-of-function studies were
performed in primary human lung
ﬁbroblasts (phLF) to investigate the effect
of FKBP10 on ECM protein synthesis and
secretion.
Methods
For more details on methods, see the online
supplement. Statistical analysis was
performed in GraphPadPrism 5 (GraphPad
Software, San Diego, CA). Results are given
as mean6 SEM, and paired t test was used
for statistical analysis, if not mentioned
otherwise.
Induction and Measurement of
Murine Pulmonary Fibrosis
Pulmonary ﬁbrosis was induced in female
C57BL/6 mice (10–12 wk old) by a single
intratracheal instillation of 50 ml of
bleomycin (3 U/kg; Sigma Aldrich,
Taufkirchen, Germany) dissolved in sterile
saline and applied using the MicroSprayer
Aerosolizer, Model IA-1C (Penn-Century,
Wyndmoor, PA). Control mice were
instilled with 50 ml of saline. After
instillation, mice were kept for 14, 28, and
56 days. Before death, mice were
anesthetized with ketamine/xylazine
followed by lung function measurement
and tissue harvesting as previously
described (20). Fibrosis was further assessed
by bronchoalveolar lavage cell counts
and histology evaluation. All animal
experiments were conducted under strict
governmental and international guidelines
and were approved by the local government
for the administrative region of Upper
Bavaria, Germany.
Gene Expression Data
Data for FKBP10 in IPF lungs (n = 99) and
normal histology control lungs (n = 43) was
extracted from the gene expression
microarray data generated by us on lung
samples obtained from the National Lung,
Heart, and Blood Institute–funded Tissue
Resource Consortium, as described previously
(21, 22). Gene expression microarray data
(Agilent Technologies, Santa Clara, CA), and
associated clinical data are available on the
Lung Genomics Research Consortium
website (https://www.lung-genomics.org/
research/) as well as on accession number
GSE47460 or the Lung Tissue Research
Consortium website (http://www.ltrcpublic.
com). Signiﬁcance was calculated using t
statistics, and multiple testing was controlled
by the false discovery rate method at 5% (23).
Human Material
Resected human lung tissue and lung
explant material were obtained from the
Asklepios biobank for lung diseases at the
Comprehensive Pneumology Center.
Biopsies were obtained from six patients
with IPF (usual interstitial pneumonia
pattern, mean age 546 9 yr, ﬁve men, one
woman). All participants gave written
informed consent, and the study was
approved by the local ethics committee of
Ludwig-Maximilians University of Munich,
Germany.
Isolation and Culture of phLF
For FKBP10 knockdown, phLF were
isolated from IPF biopsies (n = 4), the
adjacent normal region of a lung tumor
resection (n = 2), and donor tissue (n = 3).
For more details, see the online supplement.
At a Glance Commentary
Scientiﬁc Knowledge on the
Subject: Accumulation of
extracellular matrix plays an important
role in idiopathic pulmonary ﬁbrosis
(IPF) disease progression. Deﬁciency of
the chaperone FK506-binding protein
10 (FKBP10) has been reported to
attenuate collagen secretion and
decrease extracellular collagen
cross-linking in, for example,
osteogenesis imperfecta.
What This Study Adds to the
Field: FKBP10 is speciﬁcally
up-regulated in interstitial ﬁbroblasts
in IPF. Inhibition of FKBP10 in primary
IPF ﬁbroblasts attenuates gene
expression of various proﬁbrotic genes
and decreases collagen secretion.
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Treatment of phLF with Transforming
Growth Factor-b1, Nintedanib, or
Pirfenidone
Cells were seeded at a density of 20,000 to
25,000 cells/cm2, starved for 24 hours in
Dulbecco’s modiﬁed Eagle medium/F12
with 0.5% fetal bovine serum and 0.1 mM
2-phospho-L-ascorbic acid, followed by
treatment with the indicated concentrations
of transforming growth factor (TGF)-b1
(R&D Systems, Minneapolis, MN),
nintedanib, and pirfenidone (both Selleck,
Houston, TX) in starvation medium for the

































































































































Figure 1. FK506-binding protein 10 (FKBP10) is up-regulated in a mouse model of bleomycin-induced lung ﬁbrosis. (A) Representative Masson trichrome
staining demonstrating that increased collagen deposition peaked at Day 14 and was gradually lost afterward. Bottom row shows magniﬁcation of the
boxed areas in the top row. Upper scale bar = 1,000 mm; lower scale bar = 100 mm. (B) Bleomycin instillation led to a signiﬁcant decrease in lung compliance
at Day 14, which was completely restored after 56 days. (C) FKBP10 gene expression was up-regulated at Day 14 after bleomycin instillation. (D)
Representative Western blot showing that FKBP10 levels in total lung homogenate were signiﬁcantly increased at Day 14 after bleomycin instillation; HeLa
lysate was used as positive control. (E) Quantiﬁcation by densitometric analysis demonstrating that FKBP10 levels returned to baseline at Day 28 and Day 56.
Data shown are mean6 SEM, and a two-tailed Mann-Whitney test was used for statistical analysis for comparison between bleomycin groups (Bleo) at different
time points and phosphate-buffered saline (PBS) control vs. bleomycin for each time point. Actb =b-actin as loading control. Gapdh = glyceraldehyde phosphate
dehydrogenase. **P,0.01, ***P,0.001.
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Transfection of phLF
Cells were reverse transfected either with
human FKBP10 small interfering RNA
(siRNA) (s34171; Life Technologies,
Carlsbad, CA) or negative control siRNA
No. 1 (Life Technologies). Twenty-four hours
after transfection, cells were starved for
another 24 hours in Dulbecco’s modiﬁed
Eagle medium/F-12 including 0.5% fetal
bovine serum and 0.1 mM 2-phospho-L-
ascorbic acid, followed by treatment with
2 ng/ml TGF-b1 in starvation medium.
Twenty-four and 48 hours after beginning
the TGF-b1 treatment, cells and cell culture
supernatants were harvested for RNA and
protein analysis. In total, eight completely
independent knockdowns were performed in
eight different human primary ﬁbroblast
lines.
After 24 hours of siRNA transfection,
forward transfection with the mothers
against decapentaplegic homolog (SMAD)
signaling luciferase reporter plasmid was
performed in three different cell lines with
pGL3-CAGA(9)-luc (24) or pGL3 control
vector (Promega, Madison, WI). After
incubation for 6 hours, cells were starved
for 18 hours, followed by treatment with
2 ng/ml TGF-b1. Luminescence was
recorded in a TriStar LB 941 Multimode
Reader (Berthold Technologies, Bad
Wildbad, Germany), and results were
normalized to pGL3 control luciferase activity.





Relative transcript abundance of a gene




reference) or as fold change derived from the
relevant DDCt values, using 2
2(DDCt). For
speciﬁc gene ampliﬁcation, primers listed in
Table E1 in the online supplement were used.
Glyceraldehyde phosphate dehydrogenase
(GAPDH) and hypoxanthine-guanine
phosphoribosyltransferase (HPRT) were used
as endogenous controls for standardization of
relative mRNA expression in mice and phLF,
respectively. For more technical details on
RNA isolation and quantitative reverse
transcriptase polymerase chain reaction, see
the online supplement.
Protein Isolation and Western Blot
Analysis
See online supplement.
Quantiﬁcation of Secreted Collagen
For quantiﬁcation of total secreted collagen,
the Sircol assay was performed according to
manufacturer’s instructions (Biocolor,
Carrickfergus, UK).
For speciﬁc quantiﬁcation of secreted
collagen I, collagens were precipitated from
cell culture supernatant as follows: Proteins
were precipitated with 0.2 g/ml ammonium










































































Figure 2. FK506-binding protein 10 (FKBP10) is up-regulated in idiopathic pulmonary ﬁbrosis (IPF). (A) Heat map of FKBP10 gene expression, extracted
from microarray data of normal histology control (n = 43) and samples from patients with IPF (n = 99). Every column corresponds to a patient. Increases
and decreases are denoted in increasing shades of yellow and purple, respectively, and gray is unchanged (false discovery rate, 5%). (B) Box-and-
whisker plot for FKBP10 gene expression data. The difference is highly signiﬁcant (***P, 13 1027). (C) Western blot analysis of total lung tissue
homogenate showed up-regulation of FKBP10 in patients with IPF relative to donor samples in an independent cohort. (D) Densitometric analysis of the
Western blot showed that FKBP10 up-regulation in IPF is highly signiﬁcant. Data shown are mean6 SEM, and a two-tailed Mann-Whitney test was used
for statistical analysis (**P, 0.01). a-SMA = a-smooth muscle actin; ACTB = b-actin as loading control.
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followed by centrifugation at 20,0003 g
at 48C for 30 minutes. The pellet was
dissolved in 0.1 M acetic acid containing
0.1 mg/ml pepsin (Thermo Fisher
Scientiﬁc, Waltham, MA) and incubated
overnight at 48C. Then, 5 M NaCl was
added to yield a ﬁnal concentration of
0.7 M, followed by incubation on ice
for 30 minutes and centrifugation at
20,0003 g at 48C for 30 minutes. The
pellet containing collagen I was




Cultured phLF were seeded on coverslips,
and immunostaining was performed as
described previously (25). For staining of
tissue sections, human and murine lung
tissue was ﬁxed in 10% formalin before
parafﬁn embedding. Three-micron sections
were prepared and mounted on slides,
followed by deparafﬁnization and
immunoﬂuorescent staining or Masson
trichrome staining according to a standard
protocol. For more details, see the online
supplement.
Subcellular Fractionation
Protein fractionation was performed
with a Subcellular Protein Fractionation
Kit for Cultured Cells (Thermo Fisher
Scientiﬁc) according to the manufacturer’s
instructions. Purity of the fractions was
assessed using the following marker
proteins for Western blot analysis of the
obtained fractions: calreticulin and protein
disulﬁde isomerase 3 (PDIA3) for the
membrane extract, glyceraldehyde
phosphate dehydrogenase (GAPDH) for
the cytosolic extract, and lamin A/C for the
nuclear and chromatin-bound extract.
Results
FKBP10 Expression Is Increased in
Lung Fibrosis
We ﬁrst studied FKBP10 expression in the
mouse model of bleomycin-induced lung
ﬁbrosis. Bleomycin instillation led to
increased ECM deposition, as demonstrated
by Masson trichrome staining, and
a signiﬁcant decrease in lung compliance
at Day 14, which was completely restored
after 56 days (Figures 1A and 1B). Western
blot analysis showed a clear increase of
FKBP10 protein levels in total lung lysates
at Day 14 after instillation of bleomycin
(Figure 1D). After resolution of ﬁbrosis,
at Day 56, FKBP10 expression had returned
to baseline levels (cf. Figures 1A, 1B,
and 1E). With a fold change of 3.6,
up-regulation of FKBP10 at Day 14
occurred in part on the transcriptional
level (Figure 1C).
Next, we studied FKBP10 gene
expression in IPF. Analysis of microarray
data of 99 IPF samples and 43 normal
histology control samples revealed
signiﬁcant up-regulation of FKBP10 (fold
change, 1.7; false discovery rate, 5%;
P, 13 1027) (Figures 2A and 2B). Up-
regulation of FKBP10 was conﬁrmed on the
protein level using lung homogenates from
patients with IPF of an independent
cohort: FKBP10 was highly increased in
comparison with donor samples (Figures
2C and 2D). Moreover, FKBP10 levels
appeared to correlate with levels of
a-smooth muscle actin (a-SMA), a marker
of myoﬁbroblasts (Figure 2C).
FKBP10 Is Expressed in Interstitial
Fibroblasts, Including Myoﬁbroblasts
Immunoﬂuorescent stainings of lung
tissue sections from the bleomycin-treated
mice and patients with IPF conﬁrmed
increased expression of FKBP10 in
ﬁbrotic lungs, with little staining of FKBP10
in phosphate-buffered saline–instilled
control mice or donor lungs. FKBP10
expression was predominantly localized
to interstitial ﬁbroblasts, as evidenced by
colocalization with a-SMA (Figures 3
and 4A) or desmin (Figure 4A), both
markers of myoﬁbroblasts. In addition,
a fraction of FKBP10-expressing cells
were found to be interstitial macrophages
(evidenced by CD681 staining; Figure 4B).











Figure 3. FK506-binding protein 10 (FKBP10) is expressed in interstitial ﬁbroblasts, including
myoﬁbroblasts, in a mouse model of bleomycin-induced lung ﬁbrosis. Immunoﬂuorescent stainings of
parafﬁn sections from control (phosphate-buffered saline [PBS], left panels) and bleomycin-treated
(Bleo, right panels) mice at Day 14 after bleomycin instillation. Representative Fkbp10 immunostaining
is shown in red, a-smooth muscle actin (a-SMA), podoplanin (T1a), or thyroid transcription factor 1
(TTF1) in green, and 49,6-diamidino-2-phenylindole (DAPI) in blue, as indicated on the right side.
White squares in the Bleo stainings are shown enlarged to the right. Sections shown are
representative stainings from three PBS- and three bleomycin-treated mice.
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In contrast, FKBP10 did not colocalize with
T1a (AT1 cells) or TTF1 (AT2 cells)
(Figures 3 and 4A).
FKBP10 Is an Endoplasmic Reticulum
Resident Protein but Not
Up-regulated by ER Stress in Primary
Human Lung Fibroblasts
In immunoﬂuorescent stainings of phLF,
FKBP10 localized mainly to the cytoplasm
and showed colocalization with PDIA3, an
endoplasmic reticulum (ER)-resident
protein (Figure 5A). In some cells, positive
FKBP10 staining was also observed in the
nucleus. In contrast, costaining with
a marker for the Golgi apparatus, Golgin
subfamily A member 1 (GOLGA1) showed
no colocalization (Figure 5B). Subcellular
fractionation of phLF resulted in a clear
enrichment of FKBP10 in the ER/
membrane extract (Figure 5C).
Additionally, FKBP10 was also weakly
detected in the cytosolic and the nuclear
extract.
Although tunicamycin and
thapsigargin up-regulated the ER
stress markers BiP, ATF4, and CHOP,
FKBP10 levels were drastically decreased
by both (see Figure E1 in the online
supplement). FKBP10 usually migrated
at approximately 70 kD, but in the
presence of tunicamycin an additional
FKBP10 band appeared at approximately
65 kD, in agreement with the theoretical




TGF-b1 induced FKBP10 expression in
a dose-dependent manner, with a clearly
visible up-regulation for concentrations of
1 ng/ml and higher after 48 hours of
treatment (Figure 6A). Efﬁcacy of TGF-b1
treatment was conﬁrmed by Western blot
analysis of phosphorylated and total
SMAD3 (Figure 6A). From these initial
experiments, an effective concentration of
2 ng/ml TGF-b1 was derived and used in
the following FKBP10 knockdown
experiments, where the TGF-b1 effect on
FKBP10 expression was also quantiﬁed
(Figure 6B). Results in Figure 6B are based
on results with control siRNA from the
loss-of-function experiments (cf. Figure 6C
for a representative Western blot).
Induction of FKBP10 expression by
TGF-b1 was already observed at transcript
level (Figure E2).



















Figure 4. FK506-binding protein 10 (FKBP10) is expressed in interstitial ﬁbroblasts,
including myoﬁbroblasts, and interstitial CD681 macrophages in human idiopathic pulmonary
ﬁbrosis (IPF). Representative immunoﬂuorescent stainings of parafﬁn sections from donor
(left panels) and IPF tissue (right panels). Representative FKBP10 immunostaining is always shown in red
and 49,6-diamidino-2-phenylindole (DAPI) in blue. (A) Representative immunoﬂuorescent costainings with
a-smooth muscle actin (a-SMA), desmin, podoplanin (T1a), and thyroid transcription factor 1 (TTF1)
in green show FKBP10 expression in interstitial ﬁbroblasts but not in alveolar epithelial cells.
White squares in the IPF stainings are shown enlarged to the right. Scale bar= 100 mm. (B)
Representative immunoﬂuorescent costainings with CD68 show FKBP10 expression in interstitial
macrophages (indicated by white arrows). Sections shown are representative stainings from three
donors and three patients with IPF. Scale bar= 50 mm.
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Loss of FKBP10 in IPF Fibroblasts
Attenuates ECM Protein Synthesis
and Decreases Levels of Secreted
Collagen Independent of TGF-b
Signaling
The siRNA-mediated knockdown of
FKBP10 in IPF ﬁbroblasts showed
signiﬁcant down-regulation of collagen I,
collagen V, and ﬁbronectin protein levels
in crude cell lysates after 48 hours of
TGF-b1 treatment (Figures 6C and 6D).
Interestingly, TGF-b1 partly counteracted
this effect for collagen I, but not for
collagen V or ﬁbronectin (Figure 6D).
Moreover, levels of the myoﬁbroblast
marker a-SMA were also signiﬁcantly
decreased by knockdown of FKBP10 in the
presence of TGF-b1 (Figure 6D, bottom
right panel). The effects observed for
collagen I and V manifested at transcript
level already and also transcription of the
TGF-b target gene PAI1 were decreased by
knockdown of FKBP10, suggestive of an
effect on overall TGF-b signaling
(Figure 7A). However, the corresponding
TGF-b–induced transcript fold changes
did not indicate attenuation of TGF-b
signaling in the FKBP10 knockdown
(Figure 7B), and neither a Smad signaling
luciferase reporter assay (Figure 7C) nor
analysis of SMAD 3 phosphorylation or
protein levels (Figure 7D and Figure E3)
showed an appreciable effect of FKBP10
knockdown on canonical TGF-b signaling.
Finally, we assessed levels of secreted
collagen in these experiments by two
approaches. First, speciﬁcally collagen type I
levels were semiquantiﬁed using Western
blot analysis followed by densitometry
(Figures 8A and 8B); second, total secreted
collagen was quantiﬁed using the Sircol
assay (Figure 8C). Both approaches showed
signiﬁcant decreases of secreted collagen in
the FKBP10 knockdown in absence and
presence of TGF-b1.
In our efforts to interpret the relevance
of FKBP10 knockdown in IPF ﬁbroblasts in
the context of currently approved IPF
therapeutics, we used the same experimental
setup to address inhibition of total collagen
secretion in IPF ﬁbroblasts by nintedanib
and pirfenidone. Importantly, FKBP10
knockdown signiﬁcantly decreased total
collagen secretion by about 20%, in an
amount similar to the effects observed with
nintedanib, whereas we did not observe any
effect of pirfenidone on total collagen
secretion (Figure 9).
Discussion
In the present study, we show that FKBP10 is
up-regulated in bleomycin-induced lung
ﬁbrosis and IPF. FKBP10 is predominantly
expressed in interstitial (myo)ﬁbroblasts
and CD681 macrophages. TGF-b1, but not
ER stress, induced FKBP10 expression in
phLF. Loss of FKBP10 in phLF led to
attenuation of collagen synthesis and
secretion and reduced the expression of
a-SMA and PAI1 independent of the
TGF-b signaling pathway. Finally, FKBP10
knockdown inhibited collagen secretion with
an efﬁciency similar to that of nintedanib.
FKBP10 was up-regulated in the mouse
model of bleomycin-induced lung ﬁbrosis
and returned to baseline with resolution of
the disease (Figure 1). In agreement,
a previous study has indicated
up-regulation of FKBP10 mRNA during
bleomycin-induced lung injury (26). In this
study, however, analysis was restricted to
FKBP10








Figure 5. FK506-binding protein 10 (FKBP10) is mainly an endoplasmic reticulum (ER)-resident
protein and does not localize to the Golgi apparatus. (A) Immunostaining of FKBP10 and the
ER-marker protein disulﬁde isomerase A3 (PDIA3) is shown in red and green, respectively. 49,6-
diamidino-2-phenylindole (DAPI) staining is shown in blue. The white square was chosen as the
region of interest and enlarged to the right. Arrows in the region of interest depict examples for
colocalization of FKBP10 and PDIA3. While the staining shown to the left is an extended-focus picture
generated from a z-stack, the enlarged ﬁgure to the right shows one focal plane from the z-stack only.
(B) Immunostaining of FKBP10 and the Golgi-marker protein Golgin subfamily A member 1 is shown
in red and green, respectively. DAPI staining is shown in blue. The presented staining is an
extended-focus picture generated from a z-stack. (C) Western blot analysis of subcellular
fractionation of primary human lung ﬁbroblasts. FKBP10 is enriched in the membrane extract
(ME), similar to the ER-resident proteins calreticulin (CALR) and PDIA3. FKBP10 was additionally
found in the cytosolic extract (CE) and the nuclear extract (NE) but not in the chromatin-bound
fraction (CB). Lamin A/C and glyceraldehyde phosphate dehydrogenase (GAPDH) were used as
marker proteins for NE/CB and CE, respectively.
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Day 10 after bleomycin administration, and
up-regulation was merely assessed at
transcript level. We clarify that FKBP10
overexpression occurs on the protein level
and correlated with the ﬁbrotic phase and
lung function, both aspects of importance
for the translation of these results to IPF,
a state of presumably irreversible ﬁbrosis.
Most importantly, we show for the ﬁrst
time that FKBP10 expression is increased
in IPF (Figure 2). This appears to be
a universal phenomenon, as we discovered
this in two completely independent cohorts,
one in the United States and one in Europe,
strongly arguing for an important function
of FKBP10 in IPF. Immunoﬂuorescent
stainings of ﬁbrotic mouse and IPF tissue
sections revealed strong FKBP10 expression
by interstitial ﬁbroblasts, including
myoﬁbroblasts, the major ECM-producing
cell type in ﬁbrotic lung disease (Figures 3
and 4), indicating that FKBP10 might have
a function in ECM protein synthesis in
phLF. Notably, many myoﬁbroblasts, both
in the mouse model as well as in the IPF
sections, were FKBP10-negative,
highlighting the phenotypic diversity of
interstitial mesenchymal cell types in
ﬁbrosis.
The subcellular localization provided
an important clue for FKBP10 function in
ﬁbroblasts, as FKBP10 substrates proposed
in the literature include not only ECM
protein precursors, such as procollagen I or
tropoelastin (11, 27), but also cytosolic





































































































































































































































Figure 6. FK506-binding protein 10 (FKBP10) is up-regulated by transforming growth factor (TGF)-b1 in primary human lung ﬁbroblasts (phLF), and
knockdown of FKBP10 attenuates synthesis of collagen I, collagen V, and a-smooth muscle actin (a-SMA). (A) Western blot analysis of phLF
treated with increasing concentrations of TGF-b1 (0.1, 0.2, 1.0, 2.0, and 5.0 ng/ml) shows up-regulation of FKBP10 at 48 hours in the presence of
1.0 ng/ml and higher TGF-b1 concentrations. Efﬁcacy of TGF-b1 treatment was conﬁrmed by monitoring phosphorylation of mothers against
decapentaplegic homolog 3 (SMAD3, depicted as pSMAD3) in comparison with total SMAD3 levels (SMAD3). (B) 2.0 ng/ml TGF-b1 signiﬁcantly increased
FKBP10 in phLF after 48 h, as quantiﬁed by densitometric analysis from Western blot analysis (cf. Figure 7C for representative Western blot, lanes
with scrambled [2] small interfering RNA [siRNA] only). The effect of the knockdown was always signiﬁcant (P, 0.01 or P, 0.001) but is not speciﬁed in
the interest of clarity. (C) FKBP10 knockdown effects in phLF in combination with 24 and 48 hours of TGF-b1 treatment (2.0 ng/ml). A representative
Western blot analysis for detection of FKBP10, collagen I, collagen V, ﬁbronectin, and a-SMA is shown. (D) Densitometric quantiﬁcation of collagen I,
collagen V, ﬁbronectin, and a-SMA protein levels. b-actin (ACTB) was used as loading control. Scrambled siRNA was used as control. Data are
based on eight completely independent experiments and are given as mean6 SEM. Statistical analysis for comparison of FKBP10 siRNA vs. scrambled
siRNA control was performed by paired two-tailed t test. *P, 0.05, **P, 0.01. The well-known effect of TGF-b1 on these proteins was mostly signiﬁcant
but is not speciﬁed in the interest of clarity. ctrl = control.
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Here, we demonstrate that FKBP10
localized mainly to the ER in phLF
(Figure 5). No colocalization was observed
with the Golgi-speciﬁc protein GOLGA1
(29), indicating that FKBP10 is not
associated with transport processes across
the trans-Golgi network to the extracellular
space. This suggests that FKBP10 mainly
functions as an ER-resident chaperone
and/or foldase in phLF, which agrees with
previous studies in chondroblasts and
embryonic ﬁbroblasts (19, 27).
As there is evidence that ER stress
contributes to IPF pathology (30, 31), we
























































































































































































Figure 7. Transforming growth factor (TGF)-b1 induces FK506-binding protein 10 (FKBP10) expression, and knockdown of FKBP10 in primary human lung
ﬁbroblasts (phLF) signiﬁcantly decreases expression of collagen a-1(I) chain (COL1A1), collagen a-1(V) chain (COL5A1), and plasminogen activator inhibitor 1 (PAI1) on
the transcriptional level independent of the canonical TGF-b signaling pathway. (A) Quantitative reverse transcriptase–polymerase chain reaction analysis of transcript
levels of COL1A1 and COL5A1 (encoding the a1-chain of collagen I and V, respectively) and PAI1 as a representative TGF-b1–transduced gene after FKBP10
knockdown in combination with 24 and 48 hours of TGF-b1 treatment (2.0 ng/ml). Data are depicted as mean6 SEM from eight independent experiments, and
a paired two-tailed t test was used for statistical analysis for comparison of FKBP10 small interfering RNA (siRNA) vs. scrambled siRNA control. The well-known
effect of TGF-b1 on these transcripts was always highly signiﬁcant (P,0.01 or P,0.001) but is not speciﬁed in the interest of clarity. Hypoxanthine-guanine
phosphoribosyltransferase (HPRT) was used as endogenous control. (B) TGF-b–induced transcript fold changes obtained from the same data do not show
attenuation of TGF-b signaling. (C) Transfection of phLF with a mothers against decapentaplegic homolog (SMAD) signaling luciferase reporter plasmid during
FKBP10 knockdown showed no effect on canonical TGF-b signaling (n=3). (D) Western blot analysis (n =3) demonstrated that FKBP10 knockdown did not affect
levels of total and phosphorylated SMAD3. b-actin (ACTB) was used as loading control. For quantiﬁcation of these data, see Figure E3 in the online supplement.
*P,0.05, **P,0.01, ***P,0.001. ctrl = control.
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stress as a possible explanation for its
increased expression in IPF. Interestingly,
we observed a drastic decrease in FKBP10
levels (band at 70 kD; cf. Figure E1A) in
response to tunicamycin, an inhibitor of
N-protein glycosylation (32). This decrease
was accompanied by the appearance of
a lower band at the height of the predicted
size of the unmodiﬁed protein (65 kD; cf.
Figure E1A), in line with the previous
identiﬁcation of FKBP10 as an N-glycosylated
protein (33). This is in agreement with
a previous study showing that FKBP10 is
degraded by the proteasome in response to
ER stress (34). As the observed decrease of
FKBP10 might reﬂect deglycosylation of the
protein rather than an overall decrease in
expression levels, a mechanistically
independent ER stress inducer, thapsigargin,
was used to conﬁrm FKBP10 down-
regulation in ER stress (Figure E1B). Hence, it
is unlikely that the unfolded protein response
contributes to FKBP10 up-regulation in IPF.
In contrast, TGF-b1 signiﬁcantly
induced FKBP10 expression in phLF on the
mRNA and protein level (cf. Figure E2,
Figure 6B). This effect has previously only
been observed in fetal lung ﬁbroblasts (26)
and implies that adult IPF phLF have
retained the capacity to up-regulate
FKBP10 under ﬁbrotic conditions,
supporting the use of this cell culture
system for the functional analysis of
FKBP10 in vitro. In agreement with
a collagen chaperone function, inhibition
of FKBP10 by an siRNA-mediated
approach in this model resulted in
a consistent decrease of collagen I and
collagen V protein levels (cf. Figure 6C and
6D) as well as in decreased secreted
collagen (Figure 8). In line with our results,
deﬁciency of FKBP10 in osteogenesis
imperfecta has been shown to attenuate
collagen secretion and, moreover,
decrease the extent of lysyl hydroxylation
and extracellular collagen cross-linking and
increase protease sensitivity of extracellular
collagen I in dermal ﬁbroblasts from patients
with osteogenesis imperfecta (15, 17, 18).
Surprisingly, loss of FKBP10 affected
collagen levels not only on protein but also on
transcript levels (Figure 7A). This is
unexpected, as FKBP10—as a chaperone and
peptidyl-prolyl isomerase—is mainly ascribed
a post-transcriptional role in procollagen I
processing (11, 14, 15, 17, 18). Interestingly,
loss of FKBP10 also attenuated the expression
of the TGF-b–responsive genes PAI1 and
a-SMA (Figures 6D and 7A). However, this
was not due to inhibition of the canonical
TGF-b signaling pathway (Figure 7B–7D).
Hence, it appears that FKBP10 exerts
a previously unappreciated function in signal
transduction processes for the transcriptional
regulation of proﬁbrotic genes. Nevertheless,
the data also show an increase in TGF-
b–induced collagen expression and secretion,
even in the context of FKBP10 knockdown,
indicating that alternative, FKBP10-
independent, proﬁbrotic mechanisms
contribute to overall ECM deposition.
Importantly, the effects of FKBP10
knockdown on TGF-b–induced collagen
secretion in phLF were comparable to
those of submicromolar concentrations of
nintedanib (Figures 9A and 9B). In
contrast, we did not observe any effect of
pirfenidone in this context. Previous
studies in human lung ﬁbroblasts and A549
cells have shown moderate reduction of
collagen I expression only at concentrations
higher than those used in this study (1.0
mM vs. 1.6 and 2.7 mM pirfenidone,
respectively [35, 36]). The effect of
pirfenidone on TGF-b–induced collagen
secretion in vitro has, to our knowledge,






























































































Figure 8. Knockdown of FK506-binding protein 10 (FKBP10) attenuates collagen secretion. (A)
Western blot analysis of secreted collagen I. Collagen I was precipitated from cell culture supernatant
after FKBP10 knockdown in combination with 24 and 48 hours of transforming growth factor
(TGF)-b1 treatment (2.0 ng/ml) and analyzed by Western blot analysis. (B) Densitometric analysis of
secreted collagen I as detected in A. Data shown are based on seven independent experiments and
given as mean6 SEM. (C) Results of a Sircol assay for assessment of total secreted collagen in cell
culture supernatant after FKBP10 knockdown in combination with 24 and 48 hours of TGF-b1
treatment. Data shown are based on eight independent experiments and given as mean6 SEM.
Statistical analysis was performed using paired two-tailed t test for comparison of FKBP10 siRNA vs.
scrambled siRNA control. ctrl = control; siRNA = small interfering RNA. *P , 0.05, **P , 0.01.
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cells, where collagen secretion was
signiﬁcantly reduced at a concentration of
2.5 mM (37). These concentrations are
hardly physiologically relevant, indicating
that the well-known antiﬁbrotic effects of
pirfenidone in vivo (38) differ substantially
in underlying mechanisms or involve
metabolic activation.
The ability to bind the
immunosuppressive drug FK506
(tacrolimus) via at least one peptidyl-prolyl
isomerase domain is characteristic for all
FKBPs, including FKBP10 (11, 39).
Interestingly, immunosuppressive
peptidyl-prolyl isomerase inhibitors like
FK506 have been ascribed potent
antiﬁbrotic effects in lung ﬁbrosis
(40–43). FK506 suppresses collagen
synthesis and expression of the TGF-b1
receptor in dermal and lung ﬁbroblasts,
but the underlying mechanisms are
largely unclear (41, 44, 45). Our
ﬁndings put forward the possibility that
inhibition of FKBP10 might contribute
to the antiﬁbrotic effects of FK506.
In conclusion, we show that
FKBP10 is overexpressed in bleomycin-
induced lung ﬁbrosis and IPF. Up-
regulation of FKBP10 expression is at least
partly mediated by TGF-b1. Loss of
FKBP10 in phLF derived from patients
with IPF or control patients attenuated
ECM protein expression and secretion
and suppressed ﬁbroblast-to-
myoﬁbroblast differentiation/activation.
Although FKBP10 has been suggested to
be important for normal lung
development, with little expression in
normal adult tissues, its expression
appears to be reactivated during lung
ﬁbrosis (26, 27). Considering the impact
of FKBP10 on collagen cross-linking (15,
17, 18) and the effects described herein
on collagen secretion, FKBP10 might
provide a very speciﬁc and effective drug
target for treatment of IPF. n
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 IROORZHG E\ 51$ SXULILFDWLRQ ZLWK WKH
SHT*ROG 51$ LVRODWLRQ NLW 3HTODE (UODQJHQ *HUPDQ\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FK506-binding protein 10 (FKBP10)
regulates lung fibroblast migration via
collagen VI synthesis
Larissa Knüppel1,2, Katharina Heinzelmann1,2, Michael Lindner3, Rudolf Hatz3,4, Jürgen Behr3,5,
Oliver Eickelberg1,2,6 and Claudia A. Staab-Weijnitz1,2*
Abstract
Background: In idiopathic pulmonary fibrosis (IPF), fibroblasts gain a more migratory phenotype and excessively
secrete extracellular matrix (ECM), ultimately leading to alveolar scarring and progressive dyspnea. Here, we
analyzed the effects of deficiency of FK506-binding protein 10 (FKBP10), a potential IPF drug target, on primary
human lung fibroblast (phLF) adhesion and migration.
Methods: Using siRNA, FKBP10 expression was inhibited in phLF in absence or presence of 2ng/ml transforming
growth factor-β1 (TGF-β1) and 0.1mM 2-phosphoascorbate. Effects on cell adhesion and migration were monitored
by an immunofluorescence (IF)-based attachment assay, a conventional scratch assay, and single cell tracking by
time-lapse microscopy. Effects on expression of key players in adhesion dynamics and migration were analyzed by
qPCR and Western Blot. Colocalization was evaluated by IF microscopy and by proximity ligation assays.
Results: FKBP10 knockdown significantly attenuated adhesion and migration of phLF. Expression of collagen VI was
decreased, while expression of key components of the focal adhesion complex was mostly upregulated. The effects
on migration were 2-phosphoascorbate-dependent, suggesting collagen synthesis as the underlying mechanism.
FKBP10 colocalized with collagen VI and coating culture dishes with collagen VI, and to a lesser extent with
collagen I, abolished the effect of FKBP10 deficiency on migration.
Conclusions: These findings show, to our knowledge for the first time, that FKBP10 interacts with collagen VI and
that deficiency of FKBP10 reduces phLF migration mainly by downregulation of collagen VI synthesis. The results
strengthen FKBP10 as an important intracellular regulator of ECM remodeling and support the concept of FKBP10
as drug target in IPF.
Keywords: FKBP10, FKBP65, migration, focal adhesion, collagen VI, lung fibrosis, fibroblast, fibulin
Background
Patients suffering from idiopathic pulmonary fibrosis (IPF),
a highly progressive interstitial lung disease, have a median
survival prognosis of 2-5 years after diagnosis [1]. The
pathogenic processes are not completely understood. It is
currently believed that the fibrotic response is caused by re-
peated micro-injuries of the respiratory epithelium [2]
which leads to the release of profibrotic mediators like
transforming growth factor β1 (TGF-β1), followed by myo-
fibroblast differentiation, increased fibroblast migration,
and, ultimately, excessive deposition of extracellular matrix
(ECM) in the alveolar region [3–6]. More recent evidence
suggests that the composition of the ECM strongly affects
fibroblast phenotypes and therefore plays a crucial role in
disease progression [4, 7, 8].
Aberrant fibroblast adhesion and migration are com-
mon features of fibrosis [9–11] and targeting fibroblast
migration, e.g. by inhibition of focal adhesion kinase
(FAK) or of integrins, has been proposed as a treatment
strategy [12, 13]. For instance, myofibroblasts possess an
increased ability to adhere to the ECM, which is
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mediated by focal adhesions (FA) attaching the actin
cytoskeleton to the matrix [14]. Cell attachment to the
ECM via clustering of integrins leads to the recruitment
of numerous FA proteins with adapter, structural, and
enzymatic functions [15, 16]. For instance, structural
proteins like talin, vinculin and α-actinin facilitate the
connection between integrins and actin fibers and pro-
vide the basis for the transmission of mechanical forces
between cell and ECM [17]. To enable cell migration,
turnover of FA is necessary. Several factors are involved
in FA disassembly, like actin dynamics, FAK and Src
phosphorylation, and ERK/MAP kinase-mediated activa-
tion of calpain-2, a calcium-dependent protease [15].
Finally, migration is strongly influenced by topology
and composition of the ECM including integrin ligands
like collagen, fibronectin (FN), and laminin [7]. Collagen
type VI appears to play a particularly important role in
this context, as several studies indicate a central, albeit
context-dependent and tissue-specific role of collagen VI
for migration and adhesion [18–20].
FK506-binding protein 10 (FKBP10, also termed
FKBP65), a member of the family of immunophilins, is
an endoplasmic reticulum (ER) -resident peptidyl prolyl
isomerase and a collagen I chaperone [21]. We have pre-
viously reported upregulation of FKBP10 in experimen-
tal lung fibrosis and IPF, where it is mainly expressed by
(myo)fibroblasts [22]. Deficiency of FKBP10 by siRNA-
mediated knockdown in primary human lung fibroblasts
(phLF) reduced the expression of profibrotic markers
like α-smooth muscle actin (α-SMA), FN and collagen I,
and suppressed collagen secretion [22].
As properties of the ECM play an important role in
adhesion dynamics and FKBP10 has been identified pre-
viously as a regulator of collagen biosynthesis in phLF,
the aim of this study was to assess the effect of FKBP10
deficiency on adhesion and migration in phLF. To
elucidate the underlying mechanisms, we analyzed the
effect of siRNA-mediated knockdown of FKBP10 on
intracellular and membrane-spanning components of
the FA complex, on regulatory events of FA turnover, on
proteins involved in actin dynamics, and, finally, on a se-




Primers were obtained from MWG Eurofins (Ebersberg,
Germany) and are shown in Table 1. Table 2 contains
used primary antibodies. HRP-linked and fluorescent la-
beled secondary antibodies were purchased from GE
Healthcare Life Sciences (Freiburg, Germany).
Statistical Analysis
Statistical analysis was performed in GraphPadPrism 5
(GraphPad Software, San Diego, CA, USA). Results are
shown as mean ± SEM. Paired t-test was used for statis-
tical analysis. Notably, analysis using a Wilcoxon signed
rank test yielded very similar results except for the
scratch assays shown in Fig. 5a where results just failed
significance (not shown). Significance is indicated as fol-
lows: *p<0.05, **p<0.01, ***p<0.001.
Human Lung Material, Isolation and Culture of phLF
Primary human lung fibroblasts (phLF) were isolated
from human lung tissue and derived from in total eight
different patients. The tissue derived from human lung
explant material of IPF patients or histologically normal
regions adjacent to resected lung tumors was obtained
from the BioArchive CPC-M for lung diseases at the
Comprehensive Pneumology Center (CPC Munich,
Germany). The study was approved by the local ethics
committee of the Ludwig-Maximilians University of
Table 1 Primer table for Real-Time Quantitative Reverse-Transcriptase PCR (qRT-PCR). Primers were synthesized by MWG Eurofins
(Ebersberg, Germany).
Target Species Forward primer (5′-3′) Reverse primer (5′-3′)
CAPNS1 human GACGCTACTCAGATGAAAGT TCTTTGTCAAGAGATTTGAAG
CAV1 human TCACTGTGACGAAATACTG CGTAGATGGAATAGACACG
COL6A1 human GACGCACTCAAAAGCA ATCAGGTACTTATTCTCCTTCA
COL6A2 human AGAAAGGAGAGCCTGCGGAT AGGTCTCCCTCACGTAGGTC
COL6A3 human CTCTACCGAGCCCAGGTGTT ATGAGGGTGCGAACGTACTG
CORO1C human GTTAACAAATGTGAGATTGC TGGAAAAGGTCAGACTTC
DHX8 human TGACCCAGAGAAGTGGGAGA ATCTCAAGGTCCTCATCTTCTTCA
ERK1 human TTCGAACATCAGACCTACT AGGTCCTGCACAATGTAG
FBLN1C human GCCCTGAGAACTACCG GAGAGGTGGTAGTAGGTTATTC
FKBP10 human CGACACCAGCTACAGTAAG TAATCTTCCTTCTCTCTCCA
ITGB1 human TTACAAGGAGCTGAAAAACT AAAATGACTTCTGAGGAAAG
TLN1 human GCTCTTTCTGTCAGATGAT CATAGTGTCCCCATTTC
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Munich, Germany, and all participants gave written in-
formed consent. Isolation and culture of phLF was per-
formed as described previously [22, 23]. Notably, in
previous studies, we have never seen consistent expres-
sion differences between control and IPF fibroblasts, nei-
ther in terms of basal and TGF-β1-induced gene
expression of collagens and collagen biosynthetic en-
zymes, nor in terms of collagen secretion [22, 23].
Transfection of phLF and TGF-β1 Treatment
Cells were seeded at a density of 20.000–25.000 cells/
cm2. Reverse transfection was carried out with human
small interfering RNA of FKBP10 (siRNA) (s34171; Life
Technologies, Carlsbad, CA) or negative control siRNA.
Twenty-four hours later starvation for another 24 hours
in Dulbecco’s modified Eagle medium/F-12 including
0.5% fetal bovine serum and 0.1 mM 2-phospho-L-as-
corbic acid was performed. Then, cells were treated with
2 ng/ml TGF-β1 (R&D Systems, Minneapolis, MN) in
starvation medium for another 24 - 48 h, followed by
harvesting for RNA and protein analysis. Unless stated
otherwise, all data is derived from eight independent
knockdown experiments in at least three and maximally
in eight different human primary fibroblast lines. For
fibroblast lines that had been used for more than one
knockdown experiment in different passages, typically a
mean was formed for these experiments prior to statistical
analysis to avoid overrepresentation of one biological
replicate in the data.
RNA Isolation and Real-Time Quantitative Reverse-
Transcriptase PCR (qRT-PCR) Analysis
RNA isolation and qRT-PCR analysis were performed as
described previously [22, 23].
Protein Isolation and Western Blot analysis
Protein isolation and Western Blot analysis were per-
formed as described previously [22, 23].
Table 2 Primary antibodies used in Western Blot analysis, Immunofluorescence and Proximity Ligation Assays
Target Abbreviation Antibody Provider Application
β-actin ACTB HRP-conjugated anti-ACTB antibody Sigma Aldrich, St. Louis, USA WB
Calpain-4 CAPNS1 mouse monoclonal anti-Calpain-4 Abnova, Taipei City, Taiwan WB, IF, PLA
Caveolin-1 CAV1 rabbit monoclonal anti-Caveolin-1 antibody Cell Signaling, Boston, USA WB
Collagen VI α1 COL6A1 mouse monoclonal anti-Collagen VI A1 antibody Santa Cruz, Dallas, USA WB, IF, PLA
Collagen VI α3 COL6A3 mouse monoclonal anti-Collagen VI A3 antibody Santa Cruz, Dallas, USA IF, PLA
Coronin 1C CORO1C mouse monoclonal anti-CORO1C antibody Santa Cruz, Dallas, USA WB, IF, PLA
Extracellular Signaling Related
Kinase 1
ERK1 mouse monoclonal anti-ERK1 antibody BD Biosciences, New Jersey, USA WB
ER protein 57 (Protein
disulfide-isomerase A3)
ERp57 mouse monoclonal anti-ERp57 Abcam, Cambridge, UK PLA
Fibulin-1 FBLN1 mouse monoclonal anti-FBLN1 antibody Santa Cruz, Dallas, USA WB, IF, PLA
FK506-binding protein 10 FKBP10 rabbit polyclonal anti-FKBP10 antibody ATLAS, Stockholm, Sweden WB, IF, PLA
Focal Adhesion Kinase FAK rabbit polyclonal anti-FAK antibody Santa Cruz, Dallas, USA WB
Golgin97 CDF4 mouse monoclonal anti-Golgin97 antibody Invitrogen, Carlsbad, USA PLA
mouse IgG (neg. ctrl) mouse IgG mouse IgG1κ isotype control eBioscience, San Diego, USA PLA
Integrin-β1 ITGB1 mouse monoclonal anti-ITGB1 antibody Abcam, Cambridge, UK WB
Phosphorylated Extracellular
Signaling Related Kinase 1/2
p-ERK1/2 rabbit monoclonal anti-pERK1/2 (Thr202/Tyr204) Cell Signaling, Boston, USA WB
Phosphorylated Focal
Adhesion Kinase
p-FAK Y397 rabbit monoclonal anti-pFAK (Tyr397) Cell Signaling, Boston, USA WB
Phosphorylated Focal
Adhesion Kinase




p-Src rabbit polyclonal anti-pSrc (Tyr416) Cell Signaling, Boston, USA WB
SRC Proto-Oncogene, Non-
Receptor Tyrosine Kinase
Src mouse monoclonal anti-Src Cell Signaling, Boston, USA WB
Talin 1 TLN1 mouse monoclonal anti-TLN1 Sigma Aldrich, Dt. Louis, USA WB, IF, PLA
Secondary HRP-linked antibodies and secondary antibodies (Alexa Fluor 488 goat anti-mouse IgG, Alexa Fluor 568 goat anti-rabbit IgG) for IF were purchased from
GE Healthcare Life Sciences (Freiburg, Germany). 4',6-Diamidino-2-phenylindole (DAPI) was used for nuclear staining (Sigma-Aldrich, St. Louis, USA)
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Cell Fixation and Immunofluorescent Stainings
Cells were seeded on FN-coated coverslips (6 μg/mL,
Sigma-Aldrich, St. Louis, USA), followed by serum star-
vation and TGF-β1 treatment for 48h as described
above. The fixation method was chosen accordingly to
the used antibodies. For methanol fixation, cells were
washed once in 1x phosphate-buffered saline (PBS),
followed by fixation with 100% methanol for 2 minutes
on ice and three additional washing steps with 1x PBS to
remove the residual methanol.
For para-formaldehyde (PFA) fixation, cells were
washed once with 1x PBS and 4% PFA was added to the
cells followed by incubation at room temperature for 20
minutes. Residual PFA was removed by three washing
steps with 1x PBS. Staining of the cover slips was per-
formed as described before [22]. Immunofluorescence
(IF) was examined by acquiring z-stack images with an
Axio Imager M2 Microscope (Carl Zeiss, Jena, Germany)
and analysed by AxioVision 4.8 software.
Proximity Ligation Assay (PLA)
Cells were seeded, treated with TGF-β1 for 48h, and
methanol-fixed as described above. The Duolink® PLA Kit
(Sigma Aldrich, St. Louis, USA) was used and carried out
according to the manufacturer’s protocol. Interaction of
FKBP10 with target proteins was visualized using an Axio
Imager M2 Microscope (Carl Zeiss, Jena, Germany).
Cell Adhesion Assay
For analysis of cell attachment in FKBP10-deficient
phLF, cells were seeded and treated as described above.
After 48h of TGF-β1 treatment and 96h of siRNA
knockdown, cells were trypsinized and counted. Per con-
dition, four replicates with 100.000 cells per 48-well
were seeded and incubated for 1 hour at 37°C, 5% CO2.
Wells were carefully washed once with 1 x PBS to re-
move non-adherent cells and attached cells were fixed
with 4% PFA as described before. Cells were stained with
4′,6-Diamidin-2-phenylindol (DAPI) and Phalloidin, la-
beled with Alexa Fluor 568 (Invitrogen) followed by im-
aging using an LSM T-PMT microscope (Carl Zeiss,
Jena, Germany). Attached cells were counted using
IMARIS Software 9.0. Results were normalized to non-
treated control and visualized as percentage of attached
cells.
Scratch Assay
Cells were seeded at a density of 35.000 cells/cm2 and
siRNA-mediated knockdown of FKBP10 was performed
as described above. To reach 100% confluency, cells
were grown for 48h followed by starvation for 24h. A
scratch was executed using a 1000 μL pipette tip and
TGF-β1 was added. Images were taken at time point 0h
using an inverse microscope (Primovert, Carl Zeiss, Jena,
Germany) and the section was marked by a black dot.
After 24h, additional images were taken to compare
wound closure between control and FKBP10 deficient
cells. Results are given in percent of wound closure nor-
malized to untreated control.
Single Cell Migration Assay Using Time Lapse Microscopy
Cells were seeded at a density of 5.500 cells/cm2 on
uncoated, collagen I-coated (~50 μg/mL, Sigma-Aldrich,
St. Louis, USA), or collagen VI-coated (10 μg/mL,
Abcam, Cambridge, UK) wells. Knockdown by siRNA of
FKBP10 was performed as described above. After 24h,
cells were serum-starved for another 24h followed by
TGF-β1 treatment (2 ng/mL) for 24h. Movies were gen-
erated over a period of 12h - 24h using Axio Observer
Z1 microscope equipped with an AxioCam camera (Carl
Zeiss, Jena, Germany) and images were taken in 20 min
intervals. Single cell movement was analyzed using the
cell tracking tool of the AxioVision 4.8 software (Carl
Zeiss, Jena, Germany).
Results
Deficiency of FKBP10 attenuates migration and adhesion
of primary human lung fibroblasts
SiRNA-mediated knockdown of FKBP10 expression in
phLF was highly efficient on both protein and mRNA
level (Fig. 1a, b, knockdown efficiency 86% ± 5%).
Wound closure in a conventional scratch assay was sig-
nificantly reduced in FKBP10-deficient cells compared
to control in absence of TGF-β1. A similar trend was
observed in presence of TGF-β1, which just failed sig-
nificance (Fig. 1c, d). These results were confirmed with
an independent and more accurate method, namely a
single cell migration assay using time-lapse microscopy
to track individual cells. In this assay, FKBP10-deficient
cells showed a highly significant reduction of mean vel-
ocity both in absence and presence of TGF-β1 (Fig. 1e).
Next, we investigated the effect of siRNA-mediated
knockdown of FKBP10 on adhesion of phLF using an
IF-based attachment assay. In presence of TGF-β1,
FKBP10 deficiency significantly reduced the ability of
phLF to adhere to the cell culture dish surface (Fig. 1f ).
While TGF-β1 had no significant effect on migration,
neither in the scratch nor in the single cell tracking
assay, TGF-β1 significantly increased fibroblast adhesion.
Deficiency of FKBP10 upregulates expression of key
molecules of adhesion and migration in primary human
lung fibroblasts, but does not alter the activation of focal
adhesion kinase and downstream pathways
To gain a better understanding of the effect of FKBP10
deficiency on adhesion and migration, we analyzed sev-
eral selected proteins with key functions in these pro-
cesses. In terms of altered gene expression of focal
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adhesion and ECM components, we only observed mar-
ginal differences between fibroblasts isolated from nor-
mal histology control or from IPF lung tissue and
therefore decided to pool the data. Deficiency of FKBP10
in phLF led to induction of the focal adhesion compo-
nent talin-1 (TLN1) on protein and mRNA level in ab-
sence and presence of TGF- β1 (Fig. 2a, b). Next, we
investigated the effect of FKBP10 knockdown on
calpain-4 (CAPNS1), the small regulatory subunit of
calpain-1 and calpain-2, which is indispensable for for-
mation and strengthening of adhesions and for mechan-
osensing during fibroblast migration [24]. Similar to
TLN1, CAPNS1 expression was significantly upregulated
in absence and presence of TGF-β1 on transcript level
(Fig. 2c, d); this effect, however, translated to the protein




Fig. 1 Knockdown of FKBP10 reduces migration and adhesion of phLF. a Western Blot analysis of phLF treated with scrambled siRNA as control
(sc) or FKBP10 siRNA (kd) and 2-phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Densitometric analysis and
representative blots show the effect of FKBP10 knockdown on the expression of FKBP10 relative to β-actin as loading control (ACTB). b Quantitative
reverse transcriptase-polymerase chain reaction analysis of phLF treated with sc siRNA as control or FKBP10 siRNA (kd) and 2- phosphoascorbate
(0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Transcript levels are shown as -ΔCt values. DEAH (Asp-Glu-Ala-His) Box
Polypeptide 8 (DHX8) was used as endogenous control. Data (a, b) is based on eight independent experiments. c Representative images
of a scratch assay of phLF treated with sc siRNA as control or FKBP10 and 2- phosphoascorbate (0.1 mM) in absence or presence of TGF-
β1 (2 ng/mL). Images were taken at 0h and after 24h. d Analysis of open wound areas as shown in (c) normalized to controls at 0h
(100%), given in % of the remaining wound area. Data is based on four independent experiments. e SCM assay of phLF treated with sc
siRNA as control or FKBP10 siRNA and 2- phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL). Cells were tracked
over a period of 12h - 24h. Results of five independent experiments are shown as mean velocity of around 80 tracked cells per condition.
f Cell attachment assay of phLF treated with sc siRNA as control or FKBP10 siRNA in absence or presence of TGF-β1 (2 ng/mL) for 48h.
Results originate from six independent experiments and are visualized as percentage of cell adhesion normalized to non TGF-β1-
treated cells. Statistical significance between control and FKBP10 kd is indicated by horizontal brackets and asterisks
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knockdown also increased protein levels of the trans-
membrane collagen receptor integrin-β1 (ITGB1), par-
ticularly in presence of TGF-β1 (Fig. 2e), while
transcript levels were not significantly changed (Fig. 2f ).
Finally, two modulators of cytoskeleton dynamics,
caveolin-1 (CAV1) and coronin-1C (CORO1C), were
regulated in opposite directions: Whereas CAV1 expres-
sion (protein and mRNA) was downregulated upon
FKBP10 knockdown in presence of TGF-β1 (Fig. 2g, h),
CORO1C protein levels were upregulated (Fig. 2i, j).
FAK activation by either integrins or growth factors
leads to autophosphorylation of Tyr 397 in FAK,
creating a motif which results in binding and conform-
ational activation of proto-oncogene tyrosine-protein
kinase Src. Active Src triggers further FAK phosphor-
ylation on Tyr sites like Tyr 576/577, starting the ras-
raf-MEK-ERK signal transduction cascade which is
implicated in many processes including cell adhesion
and migration. MEK1/2 catalyzes ERK1/2 phosphoryl-
ation on specific Tyr and Thr residues essential for
enzyme activity [25, 26].
Deficiency of FKBP10 slightly upregulated total FAK
levels (Fig. 3a); however, there was no significant effect










Fig. 2 FKBP10 deficiency alters the expression of molecules implicated in adhesion and migration. a, c, e, g, i Western Blot analysis of phLF
treated with scrambled siRNA as control (sc) or FKBP10 siRNA (kd) and 2- phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL)
for 48h. Densitometric analysis and representative blots show the effect of FKBP10 kd on the expression of talin-1 (TLN1) (a), calpain-4 (CAPNS1) (c),
integrin β1 (ITGB1) (e), caveolin-1 (CAV1) (g) and coronin 1C (CORO1C) (i) relative to β-actin as loading control (ACTB). b, d, f, h, j Quantitative reverse
transcriptase-polymerase chain reaction analysis of phLF treated with scrambled siRNA as control (sc) or FKBP10 siRNA (kd) and 2- phosphoascorbate
(0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Transcript levels are presented as -ΔCt values showing the effect of siRNA mediated
kd of FKBP10 on talin-1 (TLN1) (b), calpain-4 (CAPNS1) (d), integrin β1 (ITGB1) (f), caveolin-1 (CAV1) (h) and coronin 1C (CORO1C) (j). DEAH (Asp-Glu-
Ala-His) Box Polypeptide 8 (DHX8) was used as endogenous control. All data is based on eight (protein) or seven (mRNA) independent experiments.
Statistical significance between control and FKBP10 kd is indicated by horizontal brackets and asterisks
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FAK (Fig. 3b, c). Similarly, none of the assessed down-
stream signaling pathways appeared affected: Neither
levels of total Src and phospho-Src nor levels of total
ERK1 and phosphorylated ERK1/2 changed upon
FKBP10 knockdown (Fig. 3d-g).
FKBP10 interacts with type VI collagen and fibulin-1 and
regulates their expression
As changes in expression of focal adhesion complex
components and in events during FAK signaling did not
explain the observed attenuated migration upon FKBP10
knockdown, we reasoned that changes in ECM compos-
ition could be the main cause of reduced migration vel-
ocity. Besides the ECM proteins collagen I and FN,
which we reported to be downregulated upon FKBP10
knockdown previously [22], collagen VI and fibulin-1
also have been described to maintain important roles in
the process of cell migration [18, 27]. Here, we found
that collagen VI and fibulin-1 expression were regulated
in different directions in response to FKBP10 knock-
down. Collagen 6A1 was significantly reduced on protein
level in FKBP10 deficient phLF with and without TGF-
β1, whereas COL6A1 transcript was only reduced in
presence of TGF-β1 (Fig. 4a, b). Interestingly, mRNA
levels of COL6A2 and COL6A3 chains were not influ-
enced by FKBP10 deficiency (Fig. 4c, d). In contrast,
fibulin-1 protein expression was increased in response to
FKBP10 knockdown in absence and presence of TGF-
β1; transcript levels of FBLN1C were significantly upreg-
ulated under basal conditions upon FKBP10 knockdown
(Fig. 4e, f ).
Co-localization of FKBP10 with both, collagen VI
(COL6A1 and COL6A3) (Fig. 4g, h) and fibulin-1 (Fig. 4i)








Fig. 3 Neither FAK, Src, nor ERK1/2 activation is affected by FKBP10 kd. Western Blot analysis of phLF treated with scrambled siRNA as control (sc)
or FKBP10 siRNA (kd) and 2- phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Densitometric analysis and representative
blots show the effect of FKBP10 kd on the expression of FAK (a), Src (d) and ERK1 (f) relative to β-actin as loading control (ACTB). b, c Densitometric analysis
and representative blots showing the effect of FKBP10 kd on the phosphorylation of FAK (Y397) (b) and FAK (Y576/577) (c) relative to FAK. e, g
Densitometric analysis and representative blots showing the effect of FKBP10 kd on the phosphorylation of Src (Y416) (e) relative to Src
and pERK1/2 (T202/Y204) (g) relative to ERK1. All data is based on eight independent experiments. Statistical significance between control
and FKBP10 kd is indicated by horizontal brackets and asterisks





Fig. 4 FKBP10 interacts with COL6A1 and FBLN1 and regulates their expression. a, e Western Blot analysis of phLF treated with scrambled siRNA
as control (sc) or FKBP10 siRNA (kd) and 2- phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Densitometric analysis
and representative blots showing the effect of FKBP10 kd on the expression of Collagen VI alpha1 (COL6A1) (a) and fibulin-1 (FBLN1) (e) relative to β-
actin as loading control (ACTB). b, c, d, f Quantitative reverse transcriptase-polymerase chain reaction analysis of phLF treated with sc siRNA as control
or FKBP10 siRNA and 2-phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL) for 48h. Transcript levels are shown as -ΔCt values
of showing the effect of FKBP10 kd on collagen VI alpha 1 (COL6A1) (b), collagen VI alpha 2 (COL6A2) (c), collagen VI alpha 3 (COL6A3) (d) and
fibulin-1C (FBLN1C) (f). DEAH (Asp-Glu-Ala-His) Box Polypeptide 8 (DHX8) was used as endogenous control. All data is based on eight (protein)
or seven (mRNA) independent experiments. Statistical significance is indicated by horizontal brackets and asterisks. g-i Immunofluorescence staining of
FKBP10 (green) and COL6A1 (red) (g), COL6A3 (red) (h) and FBLN1 (red) (i). 4`, 6-diamidino-2-phenylindole (DAPI) staining is shown in blue. The region
of interest is indicated by a white square and enlarged in the picture below. White arrows specify examples for co-localization of FKBP10 with COL6A1,
COL6A3 or FBLN1. Stainings were taken as z-stack and the enlarged pictures show one focal plane from this z-stack. Representative images were
selected from three independent experiments. j Representative images of in situ localization of the interaction of FKBP10 and COL6A1,
COL6A3, FBLN1, mouse IgG1κ (negative control), Golgin97 (negative control) and ERp57 (positive control), assessed by proximity ligation
assay. Representative images were selected from three independent experiments, except for IgG negative control (n=1)
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controls (mouse IgG and Golgin97) did not show any
interaction with FKBP10. Endoplasmic Reticulum Protein
57 (ERp57), previously reported by IF to co-localize with
FKBP10 [22] was used as positive control and showed
proximity to FKBP10. Positive signals were also observed
for COL6A1, COL6A3 and FBLN1, indicating interaction
with or proximity to FKBP10.
The effects of FKBP10 deficiency on migration and
adhesion depend on 2-phosphoascorbate and are
abolished by coating cell culture dishes with collagen VI
Post-translational modifications (PTM) like proline and
lysine hydroxylation of collagens (including collagen VI)
are crucial steps in collagen biosynthesis and catalyzed
by ascorbate-dependent prolyl and lysyl hydroxylases
[28–30]. In contrast, FBLN1 biosynthesis is not
dependent on ascorbate [31]. Therefore, we reasoned
that exclusion of ascorbate from the culture medium
would give us a first indication whether decreased
biosynthesis of collagen or increased biosynthesis of
fibulin may underlie the observed effects of FKBP10
deficiency on migration and adhesion. Notably, in ab-
sence of 2-phosphoascorbate the effect of FKBP10 de-
ficiency in phLF on adhesion and migration was lost,
in comparison to the results in presence of 2-
phosphoascorbate (Fig. 5), pointing towards a
collagen-dependent mechanism.
As both collagen I and collagen VI are downregulated
upon FKBP10 deficiency [22], we coated dishes with ei-
ther collagen I or collagen VI and analyzed migration in
a single-cell migration approach. Notably, the effect of
FKBP10 deficiency in phLFs on migration was com-
pletely lost when culture dishes were coated with
collagen VI (Fig. 6b) when compared to uncoated dishes
a
b
Fig. 5 The inhibitory effect of FKBP10 deficiency on migration and adhesion is 2-phosphoascorbate dependent. a Analysis of open wound areas
in scratch assays of phLF treated with scrambled siRNA (sc) as control or FKBP10 siRNA (kd) in absence and presence of TGF-β1 (2 ng/mL) and 0.1
mM 2-phosphoascorbate. Images were taken at 0h and after 24h. Data is normalized to controls at 0h (100%), given in % of the remaining wound
area and based on four independent experiments. b Cell attachment assay of phLF treated with scrambled siRNA (sc) as control or FKBP10 siRNA
(kd) in absence or presence of TGF-β1 (2 ng/mL) and 2-phosphoascorbate (0.1 mM) for 48h. Results originate from six independent experiments
and are visualized as percentage of cell adhesion normalized to non TGF-β1 treated. Experiments without and with 2- phosphoascorbate were
performed in parallel
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(Fig. 6a). Some compensation was also visible in collagen
I-coated dishes, albeit not that pronounced (Fig. 6c).
Discussion
In this study we demonstrated that FKBP10 deficiency
inhibited phLF adhesion and migration. This effect could
neither be explained by changes in expression or activa-
tion of components of the FA complex, nor by changes
in FAK downstream signaling events, nor by changes in
regulators of actin dynamics. Instead, we found that the
effect of FKBP10 deficiency on migration and adhesion
depended on 2-phosphoascorbate, pointing towards a
central role of collagen biosynthesis in this context. Loss
of FKBP10 downregulated the expression of collagen VI,
a collagen type increasingly recognized as a central
player in migration, and coating culture dishes with col-
lagen VI completely abolished the effect of FKBP10 defi-
ciency on phLF migration.
Next to excessive ECM deposition by interstitial fibro-
blasts, aberrant fibroblast adhesion and increased migra-
tion are also important features of IPF [6, 9–11]. Here
we show that loss of the collagen chaperone FKBP10,
which we previously identified as potential IPF drug tar-
get due to its role in ECM synthesis and secretion [22],
inhibited wound closure and reduced the mean velocity
and adhesion capacity of phLF (Fig. 1). This observation
is in line with the very recent report by Liang et al.,
showing that siRNA-mediated knockdown of FKBP10
led to reduced migration in human hypertrophic scar fi-
broblasts [32]. Collectively, these studies are confirma-
tive of our concept of FKBP10 as potential drug target in
fibrotic disease.
We assessed fibroblast migration both in a conven-
tional scratch assay as well as by tracking individual cells
with videomicroscopy in time-lapse experiments, a more
accurate approach. Overall, both assays consistently
showed reduced migration under conditions of FKBP10
deficiency, even if the scratch assay results in presence
of TGF-β1 failed significance (p=0.06). We believe that
this minor discrepancy reflects the well-known disadvan-
tages of the scratch assay, most importantly variations in
gap width due to the manually applied and therefore
often uneven scratch, the fact that ECM substrate is
equally scraped off together with the cells, and also the
mechanical cell damage which may introduce artifacts.
These technical drawbacks may explain the greater vari-
ations observed in this assay, leading to results that just
fail significance.
Our finding that TGF-β1 did not affect fibroblast mi-
gration is in agreement with previous studies by others
[33–35]. Increased fibroblast adhesion in presence of
TGF-β1 may in part reflect increased expression of β1-
integrin (this work, cf. Fig. 2e, f, scr ctrl vs. scr TGF-β1,
p=0.0642) and/or β3-integrins [36].
Initially, we sought to assess the effect of FKBP10 defi-
ciency on several regulatory levels of FA turnover to elu-
cidate the mechanism underlying attenuated migration.
Cell migration is a complex cyclic process starting with
the extension of membrane protusions (lamellipodia) at
the leading edge followed by their adhesion to the ECM
and retraction of the cell tail [37]. During cell migration
assembly and disassembly of FA is dynamically regu-
lated. The process of cell attachment to the ECM is initi-
ated by clustering of integrins on the cell surface,
heterodimeric transmembrane receptors consisting of α
and β subunits. The intracellular domains of the clus-
tered integrins serve as a platform for FA protein re-
cruitment and ultimately link the ECM via FA to actin
stress fibers [38]. In this context, TLN1 mediates the ini-
tiation of FA assembly by interacting with the cytoplas-
mic domain of the integrin β subunit on the one hand
and with actin and actin-binding proteins on the other
[15]. Another initial event upon integrin clustering is ac-
tivation of FAK including autophosphorylation of Tyr
a b c
Fig. 6 Coating of dishes with collagen VI abolishes the inhibitory effect of FKBP10 knockdown on migration. SCM assay of phLF treated with
scrambled siRNA as control (sc) or FKBP10 siRNA (kd) and 2- phosphoascorbate (0.1 mM) in absence and presence of TGF-β1 (2 ng/mL). Cells
were tracked over a period of 12h -24h. Results of three independent experiments are shown as mean velocity of around 80 tracked cells per
condition. Effect of collagen VI coated dishes on mean velocity of phLF is shown in (b) and of collagen I coated dishes in (c) compared to
uncoated dishes for control (a). Statistical significance between control and FKBP10 kd is indicated by horizontal brackets and asterisks
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397 and Src-mediated phosphorylation of additional
tyrosine residues within FAK (e.g. Y 566 and 577), which
are essential for full FAK activity. Active FAK interacts
with multiple signalling molecules including Grb7, PI3K,
paxillin, MLCK and ERK, activating signalling pathways
which result in protrusion extension, increased FA turn-
over, and therefore, ultimately, in increased cell motility
[15, 39–42]. The protease calpain 2, a heterodimer con-
sisting of a catalytic subunit and a regulatory subunit
(calpain-4, CAPNS1) plays a central role in this context
as it, when recruited by FAK and activated by ERK/MAP
kinase, mediates amongst others proteolysis of TLN1
and FAK, considered the rate-limiting step in FA turn-
over [15, 38, 39, 43, 44]. Finally, directional cell migra-
tion is strongly dependent on polarized actin dynamics.
Rho-like GTPases like RhoA and Rac1 control cytoskel-
eton contractility, polymerization, and protrusion. The
integral membrane protein caveolin-1 (Cav-1), activated
by small kinases like Src, is a central regulator of Rho-
like GTPase signaling in this context [45, 46]. Another
regulator of actin filament turnover in the lamellipodia
during cell migration is the actin binding protein coro-
nin 1C (CORO1C) [47].
FKBP10 deficiency led to several significant changes in
expression of FA components on all levels assessed, i.e.
upregulation of ITGB1, TLN1, CAPNS1, FAK, CORO1C
and downregulation of CAV1 (Fig. 2). Upregulation of
ITGB1 may associate with reduced FA turnover and
slow migration [48–50] but impaired migration and ad-
hesion has also been reported as a result of ITGB1 defi-
ciency [51]. Collectively, these findings suggest that
manipulation of ITGB1 protein levels in general is un-
favorable to cell motility, regardless of direction of regu-
lation. As ITGB1 functions as an adapter protein
between the ECM and intracellular FA complexes, it is
conceivable that its expression levels must be tightly reg-
ulated to allow for functional intermolecular interactions
between different interacting partners.
The same may apply to TLN1, an adapter protein link-
ing the cytoskeleton to ITGB1, where reports in the lit-
erature are also seemingly controversial: Upregulation of
TLN1, but also suppression of TLN1 has been reported
to reduce migration and adhesion [52–54]. Interestingly,
downregulation of TLN1 has also been associated with
increased migration [52, 55], which is in support of its
function as a regulator of FA turnover together with its
protease calpain-2 [15, 38, 39, 43, 44]. In our system,
however, the simultaneous increase of the regulatory cal-
pain 2 subunit CAPNS1, argues for overall little change
in FA turnover, at least in absence of TGF-β1 (Fig. 2c,
d). This is consistent with our observation that phos-
phorylation levels of FAK, Src, and ERK (Fig. 3), central
signaling events in the process of FA turnover [39, 56–58]
remained unchanged.
At first, observing inhibition of adhesion and migra-
tion in the absence of changes in activation of FAK and
related signaling pathways seemed contradictory to us.
However, similarly, Asano and colleagues have reported
that siRNA-mediated knockdown of α-smooth muscle
actin (α-SMA) in phLF led to inhibition of migration
without affecting the FAK signaling pathway [59]. This
observation suggested that changes in actin dynamics
may underlie the observed inhibition of migration and,
indeed, from our previous studies, we know that FKBP10
deficiency reduces α-SMA expression in phLF [22]. Also,
deficiency of the actin binding protein CORO1C typic-
ally results in inhibition of migration; however, here, we
observed a moderate increase of CORO1C protein ra-
ther than downregulation (Fig. 2i) [60, 61]. Expression of
CAV1, deficiency of which typically results in decreased
migratory speed in variable cell types [62–64], was only
moderately downregulated in presence of TGF-β1
(Fig. 2g, h). Collectively, these observations do not
argue for altered actin dynamics as a major mechan-
ism underlying inhibition of migration in response to
FKBP10 deficiency.
Importantly, cell migration is influenced by properties
of the ECM, like density of adhesion ligands (collagen,
FN), ECM composition, and stiffness [7, 65]. Previously,
we have observed downregulation of expression and se-
cretion of type I collagen and FN, both major compo-
nents of the fibroblast ECM, in response to FKBP10
knockdown [22]. Here we extended this analysis and
assessed additional ECM components with important
roles in cell migration, namely type VI collagen and
FBLN1. Both proteins colocalized with FKBP10 in phLF,
as assessed by both immunofluorescence colocalization
analysis and proximity ligation assay (Fig. 4g-j), indicat-
ing direct interaction with FKBP10 in the ER. Interest-
ingly, we found that loss of FKBP10 significantly
increased FBLN1 expression (Fig. 4e, f ), but decreased
protein levels of COL6A1 (Fig. 4a, b). Notably, COL6A1
deficiency is sufficient to inhibit collagen VI deposition
in the ECM, as no triple helical molecules can be formed
without the α1(VI)-chain [66]. These results suggest op-
posing functions of FKBP10 in FBLN1 and collagen VI
biosynthesis in phLF. It is tempting to speculate, for in-
stance, that FKBP10 acts as a FBLN1 chaperone, seques-
tering FBLN1 in the ER, prohibiting packing in vesicles
for secretion or targeting FBLN1 for ER-associated pro-
tein degradation, while at the same time FKBP10 is likely
required for efficient collagen VI triple helix formation,
similar to collagen I and III [21, 67, 68]. These aspects
will be interesting to explore in future studies.
As to function of these proteins in migration, reduced
attachment and decreased migratory speed has been re-
ported for a human breast cancer cell line (MDA
MB231) in response to FBLN1 overexpression [27] and
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siRNA mediated knockdown of FBLN1 in corneal fibro-
blasts upregulated cell migration [69]. Therefore, taken
together, it was plausible that increased FBLN1 levels
may underlie the observed inhibition of migration under
conditions of FKBP10 deficiency.
While collagen VI begins to emerge as an important
regulator of cell migration, reports on its direction of ef-
fect, inhibiting or promoting migration, are controversial
[18–20]. For instance, collagen VI-deficient tendon fi-
broblasts show delayed wound closure, i.e. lower migra-
tion speed, in a scratch assay [18], while human dermal
fibroblasts displayed higher migration speed on matrices
derived from collagen VI-deficient cells [20]. These dis-
crepancies may be a result of the divergent approaches
in the mentioned studies (assessment of newly formed
ECM versus assessment of ECM deposited within 10
days, respectively), different collagen VI chains assessed
(COL6A1 versus COL6A2), but also of the different cell
origins, thus possibly reflecting time-, chain-, and cell-
specific effects of collagen VI.
Ascorbic acid is a cofactor necessary for proline and
lysine hydroxylation during collagen synthesis [68] in-
cluding collagen VI [30, 70], but not required for FBLN1
synthesis. Therefore, to differentiate between increased
FBLN1 or decreased type VI collagen as the underlying
mechanism of decreased adhesion and migration, we
compared effects of FKBP10 knockdown on adhesion
and migration in absence and presence of 2-
phosphoascorbate, a stable analogue of ascorbic acid.
Notably, neither migration nor adhesion were changed
upon loss of FKBP10 when the cell culture medium was
ascorbate-deficient (Fig. 5a, b). These results strongly in-
dicated that the effect of FKBP10 deficiency on adhesion
and migration was collagen-dependent. While coating
with collagen VI abolished the effect of FKBP10 knock-
down on migration completely, coating with collagen I
only did so marginally (Fig. 6). Overall, this indicated
that FKBP10 knockdown inhibits lung fibroblast migra-
tion by reduced collagen VI biosynthesis rather than
reduced collagen I biosynthesis, an effect of FKBP10
deficiency which we have reported previously [22].
Conclusion
Collagen VI is an important regulator of the ECM or-
ganizing the three-dimensional meshwork of collagen
and FN fibers [71, 72] and the topography of the fibrillar
ECM network guides directional cell migration [73].
Therefore, our observations suggest that loss of FKBP10
results in reduced biosynthesis of collagen VI and, pos-
sibly in combination with decreased extracellular colla-
gen I levels, leads to a disorganized ECM with changed
adhesion ligand density, stiffness and composition,
which may not provide sites for integrin clustering and
does not favor directional cell migration. Upregulation
of ITGB1, TLN1, CAPNS1, total FAK, and CORO1C
may ultimately reflect an attempt of the cells to over-
come decreased migration by overcompensation, in-
creasing expression of ECM receptors or components of
the FA turnover machinery.
Interestingly, FKBP10 mediates dimerization with col-
lagen lysyl hydroxylase 2 and thus contributes to the
generation of collagen hydroxylysines, which act as sub-
strates for extracellular lysyl-oxidase-mediated collagen
crosslinking [74–76]. Extracellular collagen lacking
proper crosslinks is prone to proteolytic degradation and
may not be able to contribute to the higher ordered
organization of the ECM anymore [77–80]. Therefore,
downregulation of FKBP10 may also contribute to
disorganization of the ECM by providing less crosslink-
ing sites in type I and type VI collagen.
In summary, we found that loss of FKBP10 in phLF re-
sults in decreased adhesion and migration. We found
that the main underlying mechanism was reduced colla-
gen VI biosynthesis, as both ascorbate deficiency and
coating of cell culture dishes with collagen VI abolished
the effect of FKBP10 knockdown on migration. As in-
creased fibroblast migration is a characteristic of IPF, the
results are in support of our concept of FKBP10 as a po-
tential drug target for IPF.
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Abstract
Idiopathic pulmonary ﬁbrosis (IPF) is characterized by excessive
deposition of extracellular matrix, in particular, collagens. Two
IPF therapeutics, nintedanib and pirfenidone, decelerate lung
function decline, but their underlying mechanisms of action are
poorly understood. In this study, we sought to analyze their effects
on collagen synthesis and maturation at important regulatory levels.
Primary human ﬁbroblasts from patients with IPF and healthy
donors were treated with nintedanib (0.01–1.0 mM) or pirfenidone
(100-1,000 mM) in the absence or presence of transforming growth
factor-b1. Effects on collagen, ﬁbronectin, FKBP10, and HSP47
expression, and collagen I and III secretion, were analyzed by
quantitative polymerase chain reaction and Western blot. The
appearance of collagen ﬁbrils was monitored by scanning electron
microscopy, and the kinetics of collagen ﬁbril assembly was assessed
using a light-scattering approach. In IPF ﬁbroblasts, nintedanib
reduced the expression of collagen I and V, ﬁbronectin, and FKBP10
and attenuated the secretion of collagen I and III. Pirfenidone also
down-regulated collagen V but otherwise showed fewer and less
pronounced effects. By and large, the effects were similar in donor
ﬁbroblasts. For both drugs, electron microscopy of IPF ﬁbroblast
cultures revealed fewer and thinner collagen ﬁbrils compared
with untreated controls. Finally, both drugs dose-dependently
delayed ﬁbril formation of puriﬁed collagen I. In summary, both
drugs act on important regulatory levels in collagen synthesis and
processing. Nintedanib was more effective in down-regulating
proﬁbrotic gene expression and collagen secretion. Importantly,
both drugs inhibited collagen I ﬁbril formation and caused a
reduction in and an altered appearance of collagen ﬁbril
bundles, representing a completely novel mechanism of action
for both drugs.
Keywords: idiopathic pulmonary ﬁbrosis; extracellular matrix;
nintedanib; pirfenidone
Clinical Relevance
Accumulation of extracellular matrix, mainly collagen, is
a main feature of idiopathic pulmonary ﬁbrosis (IPF).
Nintedanib and pirfenidone, two recently approved
therapeutics for IPF, decelerate disease progression, but
their antiﬁbrotic mechanisms of action are incompletely
understood. To the best of our knowledge, this study provides
the ﬁrst evidence for the inhibition of collagen ﬁbril formation
as a major mechanism of action for nintedanib and pirfenidone
and puts forward extracellular collagen self-assembly as a
druggable target in IPF.
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Idiopathic pulmonary ﬁbrosis (IPF) is a
progressive and fatal interstitial lung disease
with a median survival of 3–5 years after
diagnosis (1). The underlying pathogenic
processes are poorly understood, but the
aberrant ﬁbrotic response is likely initiated
by repeated microinjuries to the airway and
the alveolar epithelium (2). This leads to
the secretion of ﬁbrotic mediators,
including transforming growth factor b
(TGF-b), which results in the accumulation
of myoﬁbroblasts in alveolar regions.
Multiple progenitor cells may contribute to
the myoﬁbroblast population, but the most
well-established source is the interstitial
ﬁbroblast (3). Myoﬁbroblasts synthesize
and deposit excessive amounts of
extracellular matrix (ECM) proteins, such
as collagen type I, III, and V, and
ﬁbronectin (4). The resulting accumulation
of ECM in the alveolar region is the
ultimate pathological feature of lung
ﬁbrosis, leading to progressive lung
function decline (5).
A recent study highlights that collagens
are the main components of newly
synthesized ECM in lung ﬁbrosis (6), but
large-scale quantitative proteome
approaches have also demonstrated that the
ECM composition (the matrisome) is far
more complex than previously assumed (7).
In addition, the complexity of collagen
biosynthesis and maturation is rarely
taken into account in mechanistic
studies of the evaluation of antiﬁbrotic
strategies. Collagen modiﬁcation and
folding in the rough endoplasmic
reticulum (rER) requires several enzymes
and molecular chaperones essential for
post-translational modiﬁcations (PTMs)
and the processing of procollagen into
triple helices, where one of the rate-limiting
steps is the cis-trans isomerization of
proline residues catalyzed by rER resident
peptidyl prolyl isomerases (8). Collagen
triple helix formation is followed by its
secretion, extracellular ﬁbril formation,
and ﬁber assembly (9). Two endoplasmic
reticulum proteins participating in this
multistep process are the collagen
chaperones FK506-binding protein 10
(FKBP10, also called FKBP65) and heat-
shock protein 47 (HSP47, also called
SerpinH1) (9). Notably, both FKBP10 and
HSP47 are up-regulated in bleomycin-
induced lung ﬁbrosis and in IPF (10, 11).
Secretion of procollagen from HSP47-
deﬁcient ﬁbroblasts is reduced compared
with control cells (12) and similarly,
knockdown of FKBP10 in IPF ﬁbroblasts
decreases collagen type I synthesis and
secretion (10). In addition, PTMs such as
hydroxylation of lysyl or prolyl residues, or
glycosylation of hydroxylysines, are
essential for proper stability, assembly, and
secretion of procollagen, as well as for the
ﬁnal supramolecular structure of these
molecules (13). For example,
hydroxylation of proline residues on
position three (3-Hyp) might play a role
in inter-triple-helical interactions and
probably assists in the assembly of
supramolecular collagen and lateral ﬁbril
growth (14, 15).
Nintedanib and pirfenidone were
approved recently for IPF therapy, because
both drugs have been shown to slow down
disease progression as measured by
reduced lung function decline. Despite their
widespread application in IPF in recent
times, their mechanisms of action are
poorly understood and remain to be fully
elucidated (16, 17). Nintedanib, originally
developed as an anticancer drug, is a
receptor tyrosine kinase inhibitor of
platelet-derived growth factor receptor,
ﬁbroblasts growth factor receptor, and
vascular endothelial growth factor receptor,
all of which play important roles in the
pathogenesis of IPF (5). Pirfenidone is an
antiﬁbrotic, antiinﬂammatory, and
antioxidant compound with beneﬁcial effects
in lung, hepatic, kidney, and cardiac
ﬁbrosis, but its direct targets are unknown
(18, 19, 20). Several studies have investigated
the effects of either nintedanib or
pirfenidone on collagen type I expression or
secretion in several cell types (10, 21–26). No
study to date, however, has directly
compared both drugs on the multiple stages
of intracellular collagen synthesis and
extracellular maturation in the relevant cell
type (i.e., the primary human lung
ﬁbroblast).
Therefore, the aim of our study was
to comprehensively assess and directly
compare the effects of nintedanib and
pirfenidone on the different steps of collagen
synthesis and maturation in primary human
lung ﬁbroblasts (phLF) from patients with
IPF and healthy donors. We analyzed the
expression of various collagens and the
collagen chaperones FKBP10 and HSP47, as
well as collagen secretion in IPF and
healthy phLF. In addition, we examined the
effects of both drugs on the levels of
selected PTMs of collagen in IPF ﬁbroblasts
and on collagen ﬁbril formation.
Materials and Methods
For more details on materials and methods,
see the online supplement. Statistical
analysis was performed in GraphPadPrism
7.02 (GraphPad Software, San Diego, CA).
MTT Cytotoxicity Assay
See the online supplement.
Human Lung Material and Culture
of phLF
Primary human lung ﬁbroblasts, isolated
from human lung explant material of
patients with IPF or healthy donors, were
obtained from the BioArchive CPC-M
for lung diseases at the Comprehensive
Pneumology Center (CPC, Munich,
Germany). All participants gave written
informed consent, and the study was
approved by the local ethics committee
of the Ludwig-Maximilians University
of Munich, Germany. Isolation of
phLF was performed as described previously
(10). For more details, see the online
supplement.
Cotreatment of IPF and Donor phLF
with TGF-b1 and Nintedanib or
Pirfenidone
Cells were seeded at a density of
20,000–25,000 cells/cm2, followed by
starvation for 24 hours in starvation
medium (Dulbecco’s modiﬁed Eagle
medium/F12, 0.5% fetal bovine serum,
penicillin/streptomycin, 0.1 mM 2-
phospho-L-ascorbic acid). Subsequently,
cells were treated with or without TGF-b1
(2 ng/ml) (R&D Systems, Minneapolis,
MN) and with nintedanib (0.01 mM,
0.1 mM, 1.0 mM) or pirfenidone (100 mM,
500 mM, 1,000 mM) (both Selleck, Houston,
TX) for 48 hours in starvation medium.
Nintedanib and pirfenidone were dissolved
in dimethyl sulfoxide. The ﬁnal dimethyl
sulfoxide concentration in the medium was
always 1%.
RNA Isolation and Real-Time
Quantitative Reverse-Transcriptase
Polymerase Chain Reaction Analysis
See the online supplement.
Protein Isolation and Western Blot
Analysis
See the online supplement.
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Quantiﬁcation of Secreted Collagen
Collagen I and III were precipitated from
cell culture supernatant of cultured IPF and
donor phLF as described previously (10).
For more details, see the online supplement.
Collagen Precipitation and Analysis
of PTM
See the online supplement.
Scanning Electron Microscopy for
Assessment of Fibrils in the ECM
of phLF
IPF phLF were grown on glass slides, treated
with nintedanib (1 mM) or pirfenidone
(1,000 mM) in combination with TGF-b1
(2 ng/ml) for 48 hours and ﬁxed with
paraformaldehyde and glutaraldehyde, 3%
each, in 0.1% sodium cacodylate buffer pH
7.4 (Electron Microscopy Sciences, Munich,
Germany). The specimens were dehydrated
in gradual ethanol and dried by the critical-
point method, using CO2 as the transitional
ﬂuid (Polaron Critical Point Dryer CPC
E3000; Quorum Technologies, Ringmer,
UK). Specimens were sputter coated with a
thin layer of platinum by a sputtering
device (Emitech K575; Quorum
Technologies) and observed by scanning
electron microscopy (JSM 6300F; JEOL,
Eching, Germany). Fibril thickness was
assessed by measuring the diameter of the
smallest unit of ﬁber forming ﬁbrils, using
the length measurement tool of the open
source software ImageJ 1.50i (W.S.
Rasband, National Institutes of Health,
Bethesda, MD).
Collagen I Fibril Formation Assay
This assay was performed essentially as
described previously (27). For more details,
see the online supplement.
Results
Applied Concentrations of Nintedanib
and Pirfenidone Were Well Tolerated
by IPF phLF
For in vitro experiments, we selected a
range of nintedanib and pirfenidone
concentrations similar to those used in
published studies (22, 23, 25). Notably, for
pirfenidone, in an effort to adhere to
physiologically relevant concentrations, we
used 1,000 mM as the highest
concentration, although others have used
pirfenidone in concentrations of up to
10 mM in similar experiments (21, 26, 28).
Initially, we analyzed the effect of
increasing doses of nintedanib (0.01–1 mM)
and pirfenidone (100-1,000 mM) on the
viability of IPF ﬁbroblasts in an MTT assay.
The used concentrations of nintedanib and
pirfenidone were well tolerated for the
treatment period of 48 hours (see Figure E1
in the online supplement).
Nintedanib Reduced the Expression
and Secretion of ECM Components
More Effectively Than Did Pirfenidone
in phLF
Next, we assessed the effect of different
concentrations of both drugs on the
expression and secretion of collagen I
(COL1A1), III (COL3A1), V (COL5A1),
ﬁbronectin 1 (FN1), and plasminogen
activator inhibitor 1 (PAI-1) in lysates and
cell culture supernatants from primary
human IPF and donor ﬁbroblasts.
Nintedanib consistently down-regulated
transcript and protein levels of basal and
TGF-b1–induced collagen I in IPF phLF
(Figures 1A, 1C, 1E, and 1G). Pirfenidone
reduced TGF-b1–induced COL1A1
transcripts only marginally (Figures 1A and
1C), and collagen I protein remained largely
unchanged (Figures 1E and 1G). Similar
tendencies were observed in phLF isolated
from healthy donor lungs (Figures 1B, 1D,
and 1F), with the exception of COL1A1
transcript (Figure 1B) and levels of basal
secreted collagen I (Figure 1H), which both,
in contrast to IPF, appeared unaffected by
nintedanib in donor ﬁbroblasts.
Similarly, the expression of collagen III
was consistently down-regulated by
nintedanib in IPF ﬁbroblasts on transcript
and protein levels, whereas pirfenidone
merely regulated COL3A1 transcripts, an
effect which again did not translate to
protein level (Figures 2A, 2C, and 2E).
Interestingly, in donor ﬁbroblasts,
nintedanib increased and pirfenidone
decreased COL3A1 transcription (Figures
2B and 2D), whereas the amount of
secreted collagen III remained largely
unchanged or even tended to anticorrelate
with transcript levels (Figure 2F).
As for collagen V, TGF-b1–induced
collagen V was signiﬁcantly reduced in IPF
ﬁbroblasts by both drugs, an effect that was
captured only partly at the transcript level
(Figures 3A, 3C, and 3E); similar trends
were observed in donor phLF (Figures 3B,
3D, and 3F).
Expression of FN1 was consistently
decreased by nintedanib on transcript and
protein levels, in both IPF and donor
ﬁbroblasts (Figure E2). In contrast,
pirfenidone reduced FN1 mRNA, but not
protein levels, in IPF ﬁbroblasts (Figures
E2A, E2C, and E2E) and had no signiﬁcant
effect in donor phLF (Figures E2B, E2D,
and E2F). Interestingly, pirfenidone
actually showed a trend to increase FN1
protein levels in both IPF and donor phLF
(Figures E2E and E2F). Expression of
PAI-1, a classic TGF-b–induced gene, was
reduced signiﬁcantly by nintedanib in
IPF and donor ﬁbroblasts, with a more
pronounced effect in the absence of
TGF-b1 (Figure E3). Pirfenidone did not
affect PAI-1 expression.
In summary, in comparison with
nintedanib, pirfenidone showed fewer
effects on collagen expression and secretion
and FN1 and PAI-1 expression. Notably,
exceeding the effective concentration of
nintedanib at by least 500 times, a
concentration of 500 to 1,000 mM
pirfenidone was necessary to achieve
signiﬁcant effects (e.g., on collagen I,
III, and V and FN1 expression) in
TGF-b1–treated IPF ﬁbroblasts (Figures
1A, 2A, 3E, and E2A).
Nintedanib, but Not Pirfenidone,
Reduces the Expression of the
Collagen Chaperone FKBP10 in
IPF Fibroblasts
Next, we investigated the effects of
nintedanib and pirfenidone on the
expression of FKBP10 and HSP47, two
collagen I chaperones. Nintedanib
moderately, but signiﬁcantly, down-
regulated protein levels of FKBP10 in
mock- as well as in TGF-b1–treated IPF
ﬁbroblasts (Figure 4E). This effect was
already visible on the transcript level for
TGF-b–treated samples (Figures 4A and
4C). In contrast, pirfenidone did not
inﬂuence FKBP10 expression in IPF
ﬁbroblasts (Figures 4A, 4C, and 4E).
Interestingly, clearly different results
were obtained with donor ﬁbroblasts
here, where nintedanib failed to
regulate FKBP10 expression, and
pirfenidone down-regulated FKBP10
transcript but up-regulated FKBP10
protein levels (Figures 4B, 4D, and 4F).
Regarding the expression of the major
collagen I chaperone HSP47, neither drug
reduced HSP47 protein levels in phLF
(Figures 5E and 5F), even if both
therapeutics decreased basal HSP47 mRNA
(Figures 5A–5D).
ORIGINAL RESEARCH


























































































































































































































Figure 1. Nintedanib decreases collagen I expression and secretion more potently than does pirfenidone in idiopathic pulmonary ﬁbrosis (IPF) ﬁbroblasts.
(A–D) Quantitative RT-PCR analysis of primary human lung ﬁbroblasts (phLF) isolated from (A and C) patients with IPF or (B and D) healthy donors treated for
48 hours with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of
transforming growth factor b (TGF-b) 1 (2 ng/ml). Transcript levels of COL1A1 are shown as2DCt values (A and B) as well as transcript fold changes (C and D)
to show the effect normalized to control (ctrl). DEAH (Asp-Glu-Ala-His) box polypeptide 8 (DHX8) was used as endogenous control. Data are based on
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Selected Post-Translational
Modiﬁcations of Collagen I Are Not
Affected by Nintedanib or Pirfenidone
PTMs have a major impact on essential
collagen properties such as the three-
dimensional structure, thermodynamic
stability, and biological functions (13, 14,
15), but, to date, whether antiﬁbrotic drugs
affect the PTMs of collagen secreted by IPF
ﬁbroblasts has not been assessed. Here, we
tested whether nintedanib and pirfenidone
affected the levels of selected PTMs of
collagen I. More speciﬁcally, we compared
the levels of prolyl-3-hydroxylation of the
A1 site (Pro-986) and the A3 site (Pro-707)
of the collagen a1 chain (15), prolyl-3-
hydroxylation of the A3 site (Pro-707) of
the collagen a2 chain and, ﬁnally, the
glycosylation site of hydroxylysine (Lys-
174) of collagen type I. Neither drug
appeared to affect the levels of the assessed
PTMs (Figure E4).
Nintedanib and Pirfenidone Affect
Collagen Fibril Formation in IPF
Fibroblasts
Scanning electron microscopy was used to
assess the number, morphology, and
thickness of extracellular ﬁbrils formed in
cultures of TGF-b1–treated IPF ﬁbroblasts
in the absence and presence of nintedanib
or pirfenidone. Extracellular collagen ﬁbers
were identiﬁed as unbranched and dense
bundles of thread-like–looking twisted
ﬁbrils of variable length, which were
oriented randomly, and with a maximal
diameter of 1 mm (Figure 6A) (29, 31). Cell
cultures that had been treated with 1.0 mM
nintedanib or 1.0 mM pirfenidone
displayed a markedly reduced number of
ﬁbers and changes in overall ﬁber structure.
In the presence of both drugs, ﬁbers were
shorter overall and showed a more frayed
appearance than in control samples, and
the ﬁbril thickness was signiﬁcantly
reduced in nintedanib- and pirfenidone-
treated samples compared with control
ﬁbrils (Figure 6B).
Nintedanib and Pirfenidone Inhibit
Spontaneous Collagen I Fibril
Formation
It seemed unlikely that the effects on
collagen ﬁbril formation observed by
scanning electron microscopy could be
accounted for by the effects of both drugs on
collagen synthesis and secretion only, in
particular in the case of pirfenidone.
Therefore, we investigated the direct effect
of both drugs on spontaneous collagen I
ﬁbril formation in a light-scattering
approach. This assay is a well- established
method of studying the formation of
collagen ﬁbrils in a solution of puriﬁed
soluble collagen I. It relies on the principle
that collagen I, dissolved initially in dilute
acid, spontaneously forms ﬁbrils on
neutralization in a self-driven process. The
resulting ﬁbrils are similar to those formed
in vivo, and the process can be visualized by
dynamic light scattering at 313 nm (30, 31).
We found that both therapeutics were able
to considerably delay ﬁbril formation of
puriﬁed collagen I already at micromolar
concentrations in a dose-dependent
manner (Figure 7 and Table 1).
Discussion
In this study, we demonstrated that
nintedanib and pirfenidone affect collagen
synthesis and maturation on several
regulatory levels, including the inhibition of
collagen gene expression, collagen secretion,
and, most importantly, ﬁbril formation.
In terms of intracellular regulation of the
synthesis of ECM components and collagen
secretion, nintedanib was clearly more
effective, because it (1) exerted its effects at
substantially lower concentrations (up to
1,000-fold) than did pirfenidone, (2)
affected the expression and secretion of
more ECM and ECM-related genes
(i.e., ﬁbronectin, FKBP10, and collagen I),
and (3) showed more consistent effects on
transcript and protein levels. With few
exceptions, these effects were mostly similar
in IPF and donor ﬁbroblasts. Importantly,
both drugs strongly inhibited extracellular
ﬁbril formation, and assessment of
spontaneous ﬁbril assembly using puriﬁed
collagen I indicated that both drugs directly
inhibited this process with comparable
efﬁciency.
Both nintedanib and pirfenidone
inhibited TGF-b–induced transcription of
COL1A1, COL3A1, and FN1. In agreement,
previous reports by others have shown
that nintedanib and pirfenidone counteract
TGF-b signaling and down-regulate these
TGF-b target genes (23, 24, 32). Although
pirfenidone showed these effects only in the
presence of exogenously added TGF-b1,
nintedanib also affected basal levels of
COL1A1 in IPF ﬁbroblasts and basal levels
of another TGF-b target gene, PAI-1, in
both IPF and donor ﬁbroblasts (Figures 1A
and E3). The platelet-derived growth factor
receptor (PDGFR) and the ﬁbroblast
growth factor receptor are known targets of
the receptor tyrosine kinase inhibitor
nintedanib, and this might reﬂect the
inhibition of autocrine platelet-derived
growth factor or ﬁbroblast growth factor
signaling, which has been shown to regulate
collagen gene expression (5, 33, 34) via both
the ERK and the PI3K/Akt signaling
pathways (35). In agreement,
phosphorylation of Akt was decreased in
Figure 1. (Continued). seven (IPF) or three (donor) completely independent experiments and are presented as mean6 SEM. Statistical signiﬁcance
between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks for 2DCt values and by
asterisks only for fold changes relative to 1. (E and F ) Western blot analysis of phLF isolated from (E ) patients with IPF or (F ) donors treated for 48 hours with
increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml).
Densitometric analysis and representative blots show the effect of nintedanib and pirfenidone on collagen I (Col I) protein expression relative to b-actin as
loading control. Data are based on eight (IPF) or three (donor) completely independent experiments and are presented as mean6 SEM. Statistical signiﬁcance
between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks. (G and H) Western blot
analysis of secreted Col I precipitated from cell culture supernatant of (G) IPF or (H) donor ﬁbroblasts treated for 48 hours with increasing concentrations of
nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml). Densitometric analysis and
representative blots show the effects of nintedanib and pirfenidone on secreted Col I after 48 hours. Data are based on seven (IPF) or three (donor) completely
independent experiments and are given as mean6 SEM. Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone
is indicated by horizontal brackets and asterisks. Statistical analysis was performed by one-way analysis of variance (post-test, Bonferroni‘s multiple
comparison test: comparison against control). *P, 0.1, **P, 0.01, ***P, 0.001, ****P, 0.0001. The well-known effect of TGF-b1 on these transcripts
and proteins was signiﬁcant, but it is not speciﬁed in the interest of clarity.
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Figure 2. COL3A1 transcription is decreased by nintedanib in IPF ﬁbroblasts and increased in donor ﬁbroblasts, whereas collagen III (Col III)
secretion is decreased in both. (A–D) Quantitative RT-PCR analysis of phLF isolated from (A and C) patients with IPF or (B and D) healthy donors treated
for 48 hours with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of
TGF-b1 (2 ng/ml). Transcript levels of COL3A1 are shown as 2DCt values (A and B) as well as transcript fold changes (C and D) to show the effect
normalized to control. DHX8 was used as endogenous control. Data are based on seven (IPF) or three (donor) completely independent experiments and
are given as mean6 SEM. Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal
brackets and asterisks for 2DCt values and by asterisks only for fold changes relative to 1. The well-known effect of TGF-b1 on these transcripts
was signiﬁcant, but it is not speciﬁed in the interest of clarity. (E and F ) Western blot analysis of secreted Col III precipitated from cell culture supernatant of
(E ) IPF or (F ) donor ﬁbroblasts after treatment of phLF isolated from patients with IPF treated for 48 hours with increasing concentrations of nintedanib
(0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml). Densitometric analysis and representative
blots show the effects of nintedanib and pirfenidone on secreted Col III after 48 hours. Data are based on seven (IPF) or three (donor) completely
independent experiments and are given as mean6 SEM. Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone
is indicated by horizontal brackets and asterisks. Statistical analysis was performed by one-way analysis of variance (posttest, Bonferroni‘s multiple
comparison test: comparison against control). *P, 0.1.
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Figure 3. Nintedanib and pirfenidone down-regulate collagen V (Col V ). (A–D) Quantitative RT-PCR analysis of phLF isolated from (A and C) patients with
IPF or (B and D) healthy donors treated for 48 hours with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and
1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml). Transcript levels of (A and C) IPF and (B and D) donor phLF of COL5A1 are shown as 2DCt
values (A and B) as well as transcript fold changes (C and D) to show the effect normalized to control (ctrl). DHX8 was used as endogenous control.
Data are based on seven (IPF) or three (donor) completely independent experiments and are given as mean6 SEM. Statistical signiﬁcance between
control and different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks for 2DCt values and by asterisks only for
fold changes relative to 1. (E and F ) Western blot analysis of phLF isolated from (E ) patients with IPF or (F) healthy donors treated for 48 hours with
increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml).
Densitometric analysis and representative blots show the effect of nintedanib and pirfenidone on Col V protein expression relative to b-actin. Data are
based on eight (IPF) or three (donor) completely independent experiments and are given as mean6 SEM. Statistical signiﬁcance between control and
different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks. Statistical analysis was performed by one-way
analysis of variance (posttest, Bonferroni‘s multiple comparison test: comparison against control). *P, 0.1. The well-known effect of TGF-b1 on these
transcripts and proteins was signiﬁcant, but it is not speciﬁed in the interest of clarity.
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Figure 4. Expression of the collagen chaperone FKBP10 is consistently down-regulated by nintedanib in IPF but regulated more dynamically by
pirfenidone in donor ﬁbroblasts. (A–D) Quantitative RT-PCR analysis of phLF isolated from (A and C) patients with IPF or (B and D) healthy
donors treated for 48 hours with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence
or presence of TGF-b1 (2 ng/ml). Transcript levels of (A and C) IPF and (B and D) donor phLF of FKBP10 are shown as 2DCt values (A and B) as
well as transcript fold changes (C and D) to show the effect normalized to control. DHX8 was used as endogenous control. Data are based on seven
(IPF) or three (donor) completely independent experiments and are given as mean6 SEM. Statistical signiﬁcance between control and different
concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks for 2DCt values and by asterisks only for fold
changes relative to 1. (E and F) Western blot analysis of phLF isolated from (E ) patients with IPF or (F ) healthy donors treated for 48 hours
with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1
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response to nintedanib in all our
experiments (Figures E5A and E5B). In
contrast, phosphorylation of ERK was not
consistently changed, either in IPF or in
donor ﬁbroblasts (Figures E5C and E5D).
In light of the time point studied (48 h after
treatment start), this argues for a stronger
and more sustained inhibition of the
PI3K/Akt signaling pathway by nintedanib
in our studies. Inhibition of PDGFR
signaling, however, cannot explain all our
in vitro results, because a previous study
from our laboratory (34) found that small
interfering RNA–mediated down-
regulation of PDGFR-a actually increased
levels of collagen V drastically in primary
human lung ﬁbroblasts, which is in contrast
to what we observed in the presence of
nintedanib.
It is striking that many of the observed
effects translated to the protein level only
in the presence of nintedanib, but not
pirfenidone. For instance, both drugs inhibit
TGF-b–induced COL1A1, COL3A1, and
FN1 transcription, whereas the levels of
collagen I protein, secreted collagen III, and
ﬁbronectin protein were reduced only by
nintedanib in IPF ﬁbroblasts (Figures 1, 2,
and E2). These results suggest that post-
transcriptional regulation mechanisms are
affected differently by the drugs and
highlight the importance of analysis at the
protein level in this context. Nevertheless,
other studies have reported effects of
pirfenidone on collagen I and/or
ﬁbronectin protein levels in normal phLF
(26), alveolar epithelial cells (21), and nasal
polyp ﬁbroblasts (28). These discrepancies,
however, may be the result of the use of
substantially higher concentrations of
pirfenidone in those studies (1.6–10 mM).
Notably, during standard treatment with
pirfenidone of patients with IPF (three daily
doses of 801 mg pirfenidone), serum levels
of pirfenidone do not exceed 100 mM (36),
a concentration at which we did not
observe any effect on phLF gene expression.
Both nintedanib and pirfenidone
signiﬁcantly down-regulated collagen V in
IPF ﬁbroblasts, and a similar trend was
observed in donor ﬁbroblasts (Figures 3E
and 3F). To our knowledge, down-
regulation of collagen V levels in response
to nintedanib or pirfenidone has not
been reported before. Type V collagen is
a minor component of collagen type I
ﬁbrils that plays an important role in
ﬁbrogenesis and regulation of ﬁber size
(37–39). In IPF lungs, collagen V is heavily
overexpressed compared with that in
normal lungs (38). Importantly, in the
context of the observed effects on ﬁbril
thickness (Figure 6B), collagen V has been
shown to be crucial for the initiation of
collagen ﬁbril assembly (39). Therefore,
down-regulation of collagen V by both
drugs likely contributes to the phenomenon
of fewer and thinner ﬁbrils in the
extracellular space of primary human IPF
ﬁbroblasts described here (Figure 6).
Interestingly, Hostettler and colleagues (25)
found that matrix metalloprotease 2, an
ECM metalloprotease that cleaves collagen
V, is up-regulated, and its inhibitor,
metalloproteinase inhibitor 2 (TIMP2), is
down-regulated in response to nintedanib.
This provides indirect evidence for
increased extracellular degradation of
collagen V, and, collectively, this suggests
that nintedanib may decrease collagen V
via both an intracellular and an
extracellular mechanism.
To date, few studies have assessed the
effects of nintedanib and pirfenidone on
collagen secretion. Previously, using Sirius
Red–based quantiﬁcation of total collagen
in cell culture supernatant, we showed
that nintedanib, but not pirfenidone, dose
dependently inhibited collagen secretion in
IPF ﬁbroblasts (10). Similarly, Hostettler
and colleagues reported a reduction of total
secreted collagens in IPF and control
ﬁbroblasts on nintedanib treatment (25).
Because collagen I and III are the most
abundant ﬁbrillar collagens in the lung
interstitium and both are known to
be increased in IPF (40), we further
characterized the inhibition of collagen
secretion by both drugs, looking at these
two speciﬁc collagen subtypes in this study.
Clearly, nintedanib was more effective
in inhibiting basal collagen I and
TGF-b–induced collagen III secretion.
Pirfenidone showed only weak inhibitory
effects on basal collagen I secretion
(Figure 1G), and, notably, no signiﬁcant
effects on collagen III secretion (Figure 2E).
Given the observed inhibitory effect of
nintedanib on total collagen secretion in
our previous study (10), this suggests that
nintedanib-induced down-regulation of
collagen III secretion contributes more
strongly to the decrease of total secreted
collagen than does collagen I in IPF
ﬁbroblasts.
FKBP10 and HSP47 are rER-resident
chaperones, critical for the proper folding of
triple-helical procollagen (9, 12). Deﬁciency
of both proteins leads to changes in the
extracellular appearance of collagen ﬁbrils
as, for example, reduced collagen
crosslinking (41, 42) or aberrant ﬁbril
formation (12). Both collagen chaperones
are increased in animal models of
bleomycin-induced lung ﬁbrosis and in
patients with IPF (7, 10, 11), and we
showed recently that small interfering
RNA–mediated down-regulation of
FKBP10 attenuates the expression and
secretion of collagen in pHLF (10).
Interestingly, it had been reported in two
independent studies that pirfenidone
down-regulated the expression of HSP47 in
A549 cells and human lung ﬁbroblasts,
which suggested that pirfenidone exerted its
antiﬁbrotic effects in part via the inhibition
of intracellular collagen folding (21, 26).
Therefore, we also assessed the regulation
of HSP47 and FKBP10 by nintedanib and
pirfenidone in IPF and donor ﬁbroblasts.
Notably, nintedanib marginally, but
signiﬁcantly, down-regulated TGF-
b–induced FKBP10 expression on
transcript and protein levels in IPF
ﬁbroblasts, whereas pirfenidone had no
effect (Figures 4A, 4C, and 4E). Strikingly, a
different pattern was observed here for
donor ﬁbroblasts: FKBP10 expression
remained unaffected by nintedanib, but
decreased at the transcript and increased
at the protein level by pirfenidone
(Figures 4B, 4D, and 4F). Regarding HSP47
expression, neither drug had an effect on
Figure 4. (Continued). (2 ng/ml). Densitometric analysis and representative blots show the effect of nintedanib and pirfenidone on FKBP10 protein
expression relative to b-actin. Data are based on eight (IPF) or three (donor) completely independent experiments and are given as mean6 SEM.
Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and asterisks.
Statistical analysis was performed by one-way analysis of variance (posttest, Bonferroni‘s multiple comparison test: comparison against control).
*P, 0.1, **P, 0.01, ***P, 0.001. The well-known effect of TGF-b1 on these transcripts and proteins was signiﬁcant, but it is not speciﬁed in the
interest of clarity.
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Figure 5. Expression of the major collagen I chaperone HSP47 is reduced only on the transcript level by both drugs in IPF ﬁbroblasts. (A–D) Quantitative
RT-PCR analysis of phLF isolated from (A and C) patients with IPF or (B and D) healthy donors treated for 48 hours with increasing concentrations of
nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and 1,000 mM) in the absence or presence of TGF-b1 (2 ng/ml). Transcript levels of
(A and C) IPF and (B and D) donor phLF of HSP47 are shown as 2DCt values (A and B) as well as transcript fold changes (C and D) to show the effect
normalized to control. DHX8 was used as endogenous control. Data are based on seven (IPF) or three (donor) completely independent experiments and
are given as mean6 SEM. Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal
brackets and asterisks for 2DCt values and by asterisks only for fold changes relative to 1. (E and F ) Western blot analysis of phLF isolated from (E )
patients with IPF or (F ) healthy donors treated for 48 hours with increasing concentrations of nintedanib (0.01, 0.1, and 1 mM) or pirfenidone (100, 500, and
1,000 mM) cotreated with or without TGF-b1 (2 ng/ml). Densitometric analysis and representative blots show the effect of nintedanib and pirfenidone on
FKBP10 protein expression relative to b-actin. Data are based on eight (IPF) or three (donor) completely independent experiments and are given as
mean6 SEM. Statistical signiﬁcance between control and different concentrations of nintedanib or pirfenidone is indicated by horizontal brackets and
asterisks. Statistical analysis was performed by one-way analysis of variance (posttest, Bonferroni‘s multiple comparison test: comparison against control).
*P, 0.1, ***P, 0.001, ****P, 0.0001. The well-known effect of TGF-b1 on these transcripts and proteins was signiﬁcant, but it is not speciﬁed in the
interest of clarity.
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protein levels (Figures 5E and 5F), even if
both drugs showed effects on the transcript
level (Figures 5A and 5C). Again, this is in
contrast to previously reported results,
but may be due to higher pirfenidone
concentrations used in those studies
(21, 26).
Importantly, we found much fewer,
thinner, and aberrantly structured collagen
ﬁbrils in the extracellular space of IPF
ﬁbroblasts treated with nintedanib or
pirfenidone (Figure 6). This was
particularly unexpected for pirfenidone,
because we had observed only minor
effects on collagen synthesis and secretion.
As pointed out earlier in the text,
a partial explanation for this result may
be the observed down-regulation of type
V collagen, which, even if it represents a
minor constituent of collagen ﬁbrils,
appears to be crucial for collagen
ﬁbrogenesis (39). Because deﬁciency of
3-Hyp has been shown to have major
effects on lateral ﬁbril growth (15), we
also assessed hydroxylation of three
3-Hyp sites in collagen I, a comparatively
rare collagen PTM, next to a lysyl
glycosylation site in collagen I. We did
not observe any effect of nintedanib or
pirfenidone on these PTMs of collagen I
(Figure E4). However, there are clearly
many more collagen PTMs to consider
and, in light of the recently reported
proﬁbrotic properties of ECM of patients
with IPF (43), a broader PTM
ﬁngerprinting of collagens in the context of
ﬁbrotic disease would undoubtedly be
warranted.
Extracellular collagen ﬁbril formation
is mainly an entropy-driven self-assembly
process (31). The so-called collagen
D-stagger is formed by speciﬁc interactions
of the residues along the triple-helical
molecules with regularly staggered ends.
After cleavage of the propeptides, the
collagen molecules become competent for
ﬁbril formation. We took advantage of the
fact that this process can be studied in a
straightforward manner using puriﬁed
pepsin-digested collagen (27) and found
that low micromolar concentrations of both
drugs inhibited collagen I ﬁbril formation
with comparable efﬁciencies in a dose-
dependent manner (Figure 7). Even if the
exact molecular mechanisms remain
obscure, it can be speculated that
pirfenidone and nintedanib directly bind
to collagen triple helices and mask or
alter interaction sites caused by changes
in hydrophobicity or charges on the surface
of the triple helix. Moreover, considering
that higher concentrations of pirfenidone
than of nintedanib were necessary to
achieve the same amplitude of effect,
nintedanib likely displays a stronger
afﬁnity to collagen than does pirfenidone.
Finally, because pepsin-digested
solubilized collagen is used in our
cell-free system, it can be concluded that
the direct drug–collagen interaction takes
place in the collagenous region of
collagen and not in the telopeptides
and propeptides, which are typically
removed by pepsin digestion.
Interestingly, inhibition of collagen I
self-assembly has been proposed as a
strategy for antiﬁbrotic therapy, but this
concept has received little attention in the
ﬁeld of lung ﬁbrosis thus far (44). Instead,
efforts have been undertaken to evaluate
the inhibition of collagen crosslinking by
the enzyme lysyl oxidase-like 2, notably a
step subsequent to spontaneous ﬁbril
formation that stabilizes existing ﬁbrils
(31, 45). Recently, however, a phase II study
with a monoclonal anti–lysyl oxidase-like
2 antibody was terminated because of a
lack of efﬁcacy (46). Here we show, to
our knowledge for the ﬁrst time, that
nintedanib and pirfenidone down-regulate
collagen V, a minor collagen important
for the initiation of extracellular
ﬁbrillogenesis, and directly inhibit collagen
ﬁbril formation. This suggests that both
therapeutics exert their antiﬁbrotic
actions at least in part via the inhibition
of collagen ﬁbril formation, which provides
additional support for the concept of
inhibition of collagen self-assembly as a
promising antiﬁbrotic strategy. This is a
particularly interesting ﬁnding for
pirfenidone, in which the well-known


































Figure 6. Nintedanib and pirfenidone decrease the number and thickness of collagen ﬁbrils and alter
their appearance. (A) Scanning electron microscopy of extracellular matrix ﬁbrils deposited by phLF
treated for 48 hours with nintedanib (1 mM, middle panel ) or pirfenidone (1,000 mM, right panel) and
TGF-b (2 ng/ml) showed fewer, thinner, and more frayed ﬁber bundles when compared with control
(left panel). Magniﬁcation is indicated on the left side (upper panel: 2503 ; lower panel: 10003 ).
Results shown are representative images of three independent experiments with similar results. (B)
Thickness of single ﬁbrils was measured in scanning electron microscopy pictures in three
experiments using independently derived IPF ﬁbroblasts. Statistical analysis was performed by a paired t
test. Scale bars, 50 mm in top panels of A–C, and 10 mm in bottom panels of A–C. **P, 0.01.
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sharp contrast to concentrations in the
millimolar range required to observe
effects on ﬁbrotic marker expression
(19–21, 26, 36). Notably, we believe our
study is the ﬁrst to offer evidence for
an antiﬁbrotic effect of pirfenidone
in vitro, which occurs at a micromolar
concentration. For nintedanib, which affects
the intracellular collagen pathway more
strongly and in physiologically relevant
concentrations, the reduced ﬁbril formation is
probably a combined result of intracellular
and extracellular events. Our ﬁndings
furthermore emphasize that collagen V plays
a hitherto underestimated role in ﬁbrogenesis.
We observed only few differences
between IPF and donor ﬁbroblasts regarding
the effects of nintedanib and pirfenidone on
the expression of the studied targets. The
most striking difference was observed in the
regulation of the collagen chaperone
FKBP10, the expression of which was
consistently down-regulated by nintedanib
in IPF ﬁbroblasts without evidence for
down-regulation in donor ﬁbroblasts. Even
more surprisingly, pirfenidone, which did
not affect FKBP10 expression in IPF
ﬁbroblasts, decreased FKBP10 transcript
and increased FKBP10 protein levels in
donor ﬁbroblasts. Another difference was
that nintedanib had a stronger negative
effect on COL1A1, COL3A1, and HSP47
transcription in IPF ﬁbroblasts than in
donor ﬁbroblasts; at the same time,
however, protein levels were unchanged or
regulated similarly. Finally, both drugs
down-regulated basal collagen I secretion
only in IPF ﬁbroblasts and not in donor
ﬁbroblasts. Apart from these differences, by
and large, the tendencies of the effects of
nintedanib and pirfenidone between IPF
and donor ﬁbroblasts on ﬁbrotic markers,
collagen chaperones, and collagen
secretion were similar. Notably, in a
previous study, we also observed that the
effects on collagen synthesis and secretion
were similar in IPF and normal control
ﬁbroblasts, and we ultimately pooled those
results for data presentation (10). This is
also in agreement with the ﬁndings of two
previously published studies (25, 47).
Lehtonen and colleagues (47) examined the
effect of nintedanib and pirfenidone on
ﬁbroblast and myoﬁbroblast properties and
also observed only marginal differences
between cells from control and IPF lungs.
Hostettler and colleagues (25) studied
collagen secretion by nintedanib in phLF
and IPF ﬁbroblasts and found that
collagen secretion was down-regulated to
the same extent in both cell types.
In conclusion, our ﬁndings provide
an overview and a direct comparison
of the effects of the Food and Drug
Administration/European Medicines
Agency-approved IPF drugs nintedanib
and pirfenidone on different stages of
expression and maturation of collagen in
primary human lung ﬁbroblast derived
from patients with IPF as well as from
healthy donors. Nintedanib clearly was
more efﬁcient than pirfenidone in
inhibiting proﬁbrotic gene expression and
collagen secretion, both in terms of the
required effective concentration as well
as in the number, consistency, and
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Figure 7. Spontaneous collagen ﬁbril formation is inhibited by both drugs in a dose-dependent manner. A collagen type I stock solution in 50 mM
acetic acid was diluted to a ﬁnal concentration of 0.1 mM into a 0.1 M NaHCO3 buffer (pH 7.8) containing 0.15 M NaCl and 1 mM CaCl2 and heated up to
348C, followed by monitoring of absorbance (light scattering) at 313 nm. (A) Nintedanib (red, 0.5 mM [n = 2]; blue, 1.0 mM [n = 5]) and (B) pirfenidone
(red, 1.25 mM [n = 3]; blue, 2.50 mM [n = 2]; green, 10.0 mM [n = 3]) on collagen type I ﬁbril formation in comparison to dimethyl sulfoxide control (black
[n = 4]) are shown. The resulting half-time values for ﬁbril formation are given in Table 1.
Table 1. Half-Time Values for Fibril Formation (Fibril Formation50)
Concentration of
Indicated Drug (mM) Fibril Formation50 (min) P Value*
0 (DMSO control) 49.66 2.1
Nintedanib
0.5 55.66 2.1 n.d.
1.0 59.16 2.0 0.000218†
Pirfenidone
1.25 54.26 4.7 0.133
2.5 57.36 4.6 n.d.
10 61.66 3.1 0.00165‡
Deﬁnition of abbreviation: n.d., not determined (n = 2).
Nintedanib and pirfenidone increase half-time values for ﬁbril formation (ﬁbril formation50) dose
dependently. Half-time values for ﬁbril formation (ﬁbril formation50) are deﬁned as the time at which the
absorbance reaches half the value of the total absorbance change. Data are derived from graphs
shown in Figure 7 and are presented as mean6 SD.
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magnitude of its effects in independently
derived IPF ﬁbroblast lines. Finally,
nintedanib and pirfenidone inhibited
collagen ﬁbril self-assembly, which
represents a novel antiﬁbrotic mechanism
of action for both drugs. We suggest
two independent potential mechanisms
for this observation, namely, down-
regulation of collagen V and inhibition
of extracellular ﬁbril formation by
direct interaction of the drugs with
triple-helical collagen. n
Author disclosures are available with the text
of this article at www.atsjournals.org.
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3ULPHUV ZHUH SXUFKDVHG E\ 0:* (XURILQV (EHUVEHUJ *HUPDQ\ DQG DUH OLVWHG LQ
6XSSOHPHQWDU\ 7DEOH ( 8VHG SULPDU\ DQWLERGLHV DUH JLYHQ LQ 6XSSOHPHQWDU\ 7DEOH (




&$ )RU TXDQWLILFDWLRQ RI WUDQVFULSW DQG SURWHLQ UHVXOWV DUH JLYHQ DV PHDQ  6(0 RI
LQGHSHQGHQW H[SHULPHQWV ZLWK ILEUREODVWV GHULYHG IURP DW OHDVW IRXU GLIIHUHQW ,3) SDWLHQWV
3DLUHG WWHVWZDVXVHG IRU VWDWLVWLFDO DQDO\VLVRI ILEHU WKLFNQHVVDQGRQHZD\$129$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WHVW %RQIHUURQLCV PXOWLSOH FRPSDULVRQ WHVW FRPSDULVRQ DJDLQVW FRQWURO ZDV XVHG IRU
VWDWLVWLFDO DQDO\VLV IRU DOO RWKHU H[SHULPHQWV 6LJQLILFDQFH LV LQGLFDWHG DV IROORZV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077&\WRWR[LFLW\$VVD\
7RDVVHVVF\WRWR[LFLW\RI QLQWHGDQLEDQGSLUIHQLGRQH FHOOVFP ,3) ILEUREODVWVZHUH
VHHGHG LQ ZHOO SODWHV LQ DEVHQFH DQG SUHVHQFH RI 7*)ȕ 5	'6\VWHPV0LQQHDSROLV
3DJHRI$-5&0%$UWLFOHVLQ3UHVV3XEOLVKHGRQ0DUFKDVUFPE2&
&RS\ULJKWE\WKH$PHULFDQ7KRUDFLF6RFLHW\
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 LQ FRPELQDWLRQZLWK QLQWHGDQLE 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DQG FU\VWDOVZHUH GLVVROYHG LQ P/ LVRSURSDQRO7ULWRQ; IRU PLQ DW URRP
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%LRFKURP%HUOLQ*HUPDQ\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/LIH7HFKQRORJLHV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 DQG SHQLFLOOLQVWUHSWRP\FLQ /LIH 7HFKQRORJLHV
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/LIH7HFKQRORJLHVVXSSOHPHQWHGZLWK)%63DQ%LRWHFK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SHQLFLOOLQVWUHSWRP\FLQ /LIH 7HFKQRORJLHV &HOOV ZHUH URXWLQHO\ VSOLW ZKHQ UHDFKLQJ D
FRQIOXHQF\ RI  )RU WKLV VWXG\ SK/) IURP VL[ GLIIHUHQW ,3) SDWLHQWV ZHUH XVHG LQ
SDVVDJHV
51$ LVRODWLRQ DQG 5HDO7LPH TXDQWLWDWLYH 5HYHUVH7UDQVFULSWDVH 3&5 T573&5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$QDO\VLV
,VRODWLRQRI51$IURPFXOWXUHGFHOOVZDVSHUIRUPHGE\XVLQJWKHSHT*2/'51$LVRODWLRQ
NLW 0DFKHUH\1DJHO 'UHQ *HUPDQ\ 6XEVHTXHQWO\ 51$ ZDV UHYHUVHWUDQVFULEHG
3DJHRI $-5&0%$UWLFOHVLQ3UHVV3XEOLVKHGRQ0DUFKDVUFPE2&
&RS\ULJKWE\WKH$PHULFDQ7KRUDFLF6RFLHW\
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/LIH7HFKQRORJLHV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LQ7%67IROORZHGE\LQFXEDWLRQZLWK
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WKUHH WLPHV IRU  PLQ DQG
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ZDVDGGHG WR WKH VXSHUQDWDQW WRD ILQDOFRQFHQWUDWLRQRI0DQG LQFXEDWHGRQ LFH IRU
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0IUDFWLRQ$JDLQ01D&OZDV
DGGHG WR D ILQDO FRQFHQWUDWLRQ RI  0 LQFXEDWHG RQ LFH IRU  PLQ IROORZHG E\
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IROORZHG E\ EDQG H[FLVLRQ FROODJHQ GLJHVWLRQ PDVV VSHFWURPHWU\ 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 DQG DPLQR DFLG
DQDO\VLV
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FROXPQ&KURPDWRJUDSK\PRELOHSKDVHVFRQVLVWHGRIVROYHQWV$IRUPLFDFLGDQG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*0, ,QF $OEHUWVYLOOH 01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SHUIRUPHG LQ D UHDFWLRQYHVVHO WKDW FRQWDLQHGȝ/ RI 0+&O 3LHUFH7KHYHVVHOZDV
WKHQSXUJHGZLWKDUJRQDQGWKHVDPSOHVZHUHK\GURO\]HGXQGHUYDFXXPDW&IRUK
7KHDFLGK\GURO\]HGVDPSOHVZHUHWKHQGULHGXQGHUYDFXXPDQGUHFRQVWLWXWHGLQP/RI
 0 +&O FRQWDLQLQJ DQ LQWHUQDO VWDQGDUG  0 QRUYDOLQH 6LJPD $QDO\VLV ZDV
SHUIRUPHG E\ LRQ H[FKDQJH FKURPDWRJUDSK\ ZLWK SRVWFROXPQ QLQK\GULQ GHULYDWL]DWLRQ DQG
YLVLEOHGHWHFWLRQQPQPZLWKD+LWDFKL/$DPLQRDFLGDQDO\]HU+LWDFKL+LJK
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ERUDWHEXIIHUȝ/RIP0IOXRUR
QLWUREHQ]RIXUD]DQ 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GRQRUFRPSOHWHO\LQGHSHQGHQWH[SHULPHQWVDQGDUHJLYHQDVPHDQ
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SLUIHQLGRQHLVLQGLFDWHGE\KRUL]RQWDOEUDFNHWVDQGDVWHULVNVIRUǻ&WYDOXHVDQGDVWHULVNVRQO\
IRUIROGFKDQJHVUHODWLYHWR
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RUSLUIHQLGRQH
  0 LQ DEVHQFHRUSUHVHQFHRI7*)ȕ QJP/'HQVLWRPHWULF DQDO\VLV
DQG UHSUHVHQWDWLYH EORWV VKRZ WKH HIIHFW RI QLQWHGDQLE DQG SLUIHQLGRQH RQ )1 SURWHLQ
H[SUHVVLRQ UHODWLYH WR ȕDFWLQ $&7% 'DWD DUH EDVHG RQ  ,3) RU  GRQRU FRPSOHWHO\
LQGHSHQGHQW H[SHULPHQWV DQG DUH JLYHQ DV PHDQ  6(0 6WDWLVWLFDO VLJQLILFDQFH EHWZHHQ




6WDWLVWLFDO DQDO\VLV ZDV SHUIRUPHG E\ 2QH:D\ $129$ 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VLJQLILFDQWEXWLVQRWVSHFLILHGLQWKHLQWHUHVWRIFODULW\FWUO FRQWURO7*)ȕ WUDQVIRUPLQJ
JURZWKIDFWRUȕ
)LJXUH ( 3$, WUDQVFULSWV DUH GRZQUHJXODWHG E\ QLQWHGDQLE LQ ,3) DQG GRQRU
ILEUREODVWV
$'4XDQWLWDWLYHUHYHUVHWUDQVFULSWDVHSRO\PHUDVHFKDLQUHDFWLRQDQDO\VLVRISK/)LVRODWHG




$VS*OX$OD+LV %R[ 3RO\SHSWLGH  '+; ZDV XVHG DV HQGRJHQRXV FRQWURO 'DWD DUH
EDVHGRQ,3)RUGRQRUFRPSOHWHO\LQGHSHQGHQWH[SHULPHQWVDQGDUHJLYHQDVPHDQ
6(0 6WDWLVWLFDO VLJQLILFDQFH EHWZHHQ FRQWURO DQG GLIIHUHQW FRQFHQWUDWLRQV RI QLQWHGDQLE RU
SLUIHQLGRQHLVLQGLFDWHGE\KRUL]RQWDOEUDFNHWVDQGDVWHULVNVIRUǻ&WYDOXHVDQGDVWHULVNVRQO\
IRU IROG FKDQJHV UHODWLYH WR  7KH ZHOONQRZQ HIIHFW RI 7*)ȕ RQ WKHVH WUDQVFULSWV ZDV
VLJQLILFDQWEXWLVQRWVSHFLILHGLQWKHLQWHUHVWRIFODULW\FWUO FRQWURO7*)ȕ WUDQVIRUPLQJ
JURZWK IDFWRU ȕ 6WDWLVWLFDO DQDO\VLV ZDV SHUIRUPHG E\ 2QH:D\ $129$ SRVW WHVW
%RQIHUURQLCV PXOWLSOH FRPSDULVRQ WHVW FRPSDULVRQ DJDLQVW FRQWURO S S








6'6 JHO HOHFWURSKRUHVLV RI GLIIHUHQW IUDFWLRQV RI FROODJHQV SUHFLSLWDWHG RXW RI P/ FHOO
FXOWXUHPHGLDRISULPDU\KXPDQ,3)ILEUREODVWVWUHDWHGZLWKQLQWHGDQLE0RUSLUIHQLGRQH
 0 LQ FRPELQDWLRQZLWK 7*)ȕ  QJP/ $ 6'6 JHO EDQGV LQGLFDWHG E\ UHG
ER[HVFRUUHVSRQGLQJWRWKHĮFKDLQRIW\SH,FROODJHQXSSHUUHGER[HVDQGWKHĮFKDLQRI
W\SH , FROODJHQ ORZHU UHG ER[HV RI WKH 0 DQG WKH 0 IUDFWLRQZHUH H[WUDFWHG DQG
WU\SVLQGLJHVWHG$0606GDWDRIWKH$VLWH3URRIĮFKDLQRIW\SH,%$VLWH
3URRIĮFKDLQRIW\SH,FROODJHQ&$VLWH3URRIĮFKDLQRIW\SH,FROODJHQ
' DQG JO\FRV\ODWLRQ VLWH RI K\GUR[\O\VLQH /\V ( RI FRQWURO QLQWHGDQLE DQG




$':HVWHUQ%ORW DQDO\VLV RI SK/) LVRODWHG IURP $& ,3) SDWLHQWV RU %' KHDOWK\
GRQRUV WUHDWHG IRU K ZLWK LQFUHDVLQJ FRQFHQWUDWLRQV RI QLQWHGDQLE    0 LQ
DEVHQFHRUSUHVHQFHRI7*)ȕQJP/$%'HQVLWRPHWULFDQDO\VLVDQGUHSUHVHQWDWLYH
EORWVVKRZWKHHIIHFWRIQLQWHGDQLEDQGSLUIHQLGRQHRQ$.7SKRVSKRU\ODWLRQUHODWLYHWRWRWDO
$.7 OHYHOV & ' 'HQVLWRPHWULF DQDO\VLV DQG UHSUHVHQWDWLYH EORWV VKRZ WKH HIIHFW RI
QLQWHGDQLE DQG SLUIHQLGRQH RQ(5. SKRVSKRU\ODWLRQ UHODWLYH WR WRWDO (5. OHYHOV 'DWD DUH
EDVHGRQ,3)RUGRQRUFRPSOHWHO\LQGHSHQGHQWH[SHULPHQWVDQGDUHJLYHQDVPHDQ
6(0 6WDWLVWLFDO VLJQLILFDQFH EHWZHHQ FRQWURO DQG GLIIHUHQW FRQFHQWUDWLRQV RI QLQWHGDQLE RU
SLUIHQLGRQH LV LQGLFDWHG E\ KRUL]RQWDO EUDFNHWV DQG DVWHULVNV 6WDWLVWLFDO DQDO\VLV ZDV












































































7*)ȕ B B B    B B B   
QLQWHGDQLE SLUIHQLGRQH












QLQWHGDQLE SLUIHQLGRQH QLQWHGDQLE SLUIHQLGRQH
FWUO
7*)ȕ
FWUO FWUO FWUOB B B B B B B B       
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7*)ȕ B B B    B B B   
QLQWHGDQLE SLUIHQLGRQH
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7*)ȕ B B B B    
FWUO FWUO




















DUFKLWHFWXUH :LOVRQ DQG:\QQ  )HUQDQGH] DQG (LFNHOEHUJ  'HFDULV HW DO

&XUUHQWO\ ,3) LVDQ LUUHYHUVLEOHKLJKO\SURJUHVVLYHGLVHDVHDQG OXQJ ILEURVLVFDQQRWEH
UHVROYHG 7R GDWH SLUIHQLGRQH DQG QLQWHGDQLE DUH WKH RQO\ WKHUDSHXWLFV WKDW KDYH
FRQVLVWHQWO\SURYHQHIIHFWLYHQHVVLQUHGXFWLRQRI OXQJIXQFWLRQGHFOLQHDQGGHFHOHUDWLRQ
RI GLVHDVH SURJUHVVLRQ &RQVLGHULQJ WKDW ,3) XVHG WR EH DQ XQWUHDWDEOH GLVHDVH WKHLU
DSSURYDO FRQVWLWXWHG D EUHDNWKURXJK IRU ,3) WKHUDS\ KRZHYHU ERWKGUXJVPHUHO\ VORZ
GRZQEXWGRQRWVWRSGLVHDVHSURJUHVVLRQ7KHUHIRUHWKHUHLVDELJQHHGIRUGUXJVWKDW
FDQ VWRS WKH GLVHDVH SURJUHVVLRQ QRW MXVW RQO\ WR VORZ LW GRZQ $ SURPLVLQJ DSSURDFK
PD\EH WKH LQWHUIHUHQFHZLWK WKHV\QWKHVLVDQGGHSRVLWLRQRIFROODJHQVJLYHQ WKDW WKLV
ZRXOGFRXQWHUDFWWKHLUUHYHUVLEOHGLVWRUWLRQRIWKHOXQJDUFKLWHFWXUH
5HFHQWO\ ZH SURSRVHG ).%3 XSUHJXODWHG LQ ,3) DQG LQ EOHRP\FLQLQGXFHG OXQJ
ILEURVLVDVDSRWHQWLDOQRYHOGUXJWDUJHWLQ,3)6WDDE:HLMQLW]HWDOFI&KDSWHU
7KLV(5UHVLGHQWSURWHLQLVPDLQO\H[SUHVVHGE\P\RILEUREODVWVDQGLWVGHILFLHQF\
OHDG WR UHGXFHGH[SUHVVLRQRI ILEURWLFPDUNHUV LQFOXGLQJFROODJHQ ,FROODJHQ9)1DQG
Ѝ60$0RVWLQWHUHVWLQJO\FROODJHQVHFUHWLRQRISK/)ZDVDWWHQXDWHGLQWKHDEVHQFHRI
).%3 7KLV HIIHFW ZDV FRPSDUDEOH WR WKH HIIHFW RI PLFURPRODU FRQFHQWUDWLRQV RI
QLQWHGDQLE RQ FROODJHQ VHFUHWLRQ DQG HYHQ JUHDWHU WKDQ PLOOLPRODU FRQFHQWUDWLRQV RI
SLUIHQLGRQH6WDDE:HLMQLW]HWDOFI&KDSWHU
$VPHQWLRQHGHDUOLHUWKHLPPXQRSKLOLQ).%3LVDPHPEHURI).ELQGLQJSURWHLQV
WKDW FDQ EH LQKLELWHG E\ WKH ELQGLQJ RI ). WR WKHLU 33,DVH GRPDLQ ,Q WKH FDVH RI
).%3RQHRI LWV IRXU33,DVHGRPDLQVFDQEH LQKLELWHGE\). &RVVHWDO 
,VKLNDZDHWDO
6HYHUDO SXEOLFDWLRQV GHVFULEH WKH DQWLILEURWLF HIIHFWV RI WKH LPPXQRVXSSUHVVLYH GUXJ
). LQ OXQJ ILEURVLV 7UHDWPHQW RI ,3) SDWLHQWV ZLWK ). LQ FRPELQDWLRQ ZLWK D






FROOHDJXHV UHSRUWHG DQ LQKLELWLRQ RI 7*)ЎLQGXFHG FROODJHQ V\QWKHVLV LQ KXPDQ OXQJ
ILEUREODVWVDQGDVXSSUHVVLRQRIEOHRP\FLQLQGXFHG7*)ЎUHFHSWRU ,H[SUHVVLRQXSRQ
). WUHDWPHQW 7*)Ў UHFHSWRU , LV LQGLVSHQVDEOH IRU 7*)Ў VLJQDOLQJ ZKLFK LV
LQLWLDWHG E\ 7*)Ў ELQGLQJ WR FRQVWLWXWLYHO\ DFWLYH 7*)Ў UHFHSWRU ,, WKDW LQ WXUQ
DFWLYDWHV7*)ЎUHFHSWRU , 'HU\QFNDQG)HQJ1DJDQRHWDO7KLV UHVXOW
ZDV FRQILUPHG LQ KXPDQ IRUHVNLQ ILEUREODVWV ZKHUH ). WUHDWPHQW VXSSUHVVHG WKH
H[SUHVVLRQ RI 7*)Ў UHFHSWRU , DQG ,, LQKLELWHG ILEUREODVW SUROLIHUDWLRQ DQG 7*)Ў
LQGXFHGFROODJHQ,H[SUHVVLRQ/DQHWDO6WXGLHVLQNHORLGILEUREODVWVUHSRUWHGWKH
VDPH HIIHFWV DV /DQ DQG FROOHDJXHV DQG LQ DGGLWLRQ DQ HIIHFW RQ 7*)ЎLQGXFHG
ILEUREODVWPLJUDWLRQ:XHWDO
,W LV WHPSWLQJ WR VSHFXODWH WKDW ). H[HUWV LWV DQWLILEURWLF HIIHFWV YLD LQKLELWLRQ RI
).%3 KRZHYHU XQSXEOLVKHG GDWD IURP RXU ODERUDWRU\ UHYHDOHG WKDW ). GLG QRW




7KHFKDUDFWHULVWLFDEHUUDQWZRXQGKHDOLQJ UHVSRQVH LQ ,3) LQFOXGHVDEHUUDQW ILEUREODVW
DGKHVLRQ DQG PLJUDWLRQ 'DWD IURP RXU ODERUDWRU\ VKRZHG WKDW ).%3 GHILFLHQF\ LQ
SK/) VLJQLILFDQWO\ GHFUHDVHG ILEUREODVW DGKHVLRQ DQGPLJUDWLRQ FDSDFLW\ZKLFK DJUHHV
ZLWKREVHUYDWLRQVXSRQ).%3ORVVLQVNLQP\RILEUREODVWV .QÝSSHOHWDO/LDQJ
HW DO  .H\ PROHFXOHV LPSOLFDWHG LQ WKHVH SURFHVVHV OLNH WDOLQ FDOSDLQ
LQWHJULQЎ FRURQLQ& DQG ILEXOLQ ZHUH PRVWO\ XSUHJXODWHG LQ RXU VWXG\ 7KH
LQFUHDVH LQ WKHVH PROHFXOHV GLUHFWV WR D PHFKDQLVP RI WKH FHOO WR FRPSHQVDWH WKH






UHGXFHG FHOOPLJUDWLRQZKHUHDV )$.DFWLYDWLRQZDV QRW FKDQJHG $VDQR HW DO 








$QRWKHU FROODJHQ LPSOLFDWHG LQ FHOO PLJUDWLRQ LV FROODJHQ 9, RQH RI WKH PDMRU (&0
SURWHLQVWKDWPHGLDWHFHOODWWDFKPHQW$XPDLOOH\HWDO&ROODJHQ9,LVDQLPSRUWDQW
UHJXODWRU LQ ZRXQG KHDOLQJ DQG LW SOD\V D UROH LQ WKH ' PHVKZRUN RUJDQL]DWLRQ RI
FROODJHQILEHUVDVZHOODVLQWKH'RUJDQL]DWLRQRI)1(YHUWVHWDO1DXJOHHWDO
0DN  ,Q UHFHQW VWXGLHVPXWDWLRQV LQ &2/$ RU EORFNLQJ WKH FROODJHQ 9,
DVVHPEO\ E\ DQ DQWLERG\ UHVXOWHG LQ LQKLELWHG ZRXQG FORVLQJ FDSDFLW\ LQ WHQGRQ
ILEUREODVWV 6DUGRQHHW DO  ,QWHUHVWLQJO\ FROODJHQ9,H[SUHVVLRQZDV UHGXFHGE\
).%3 GHILFLHQF\ FRDWLQJ FXOWXUH GLVKHV W\SH 9, FROODJHQ FRXOG FRPSHQVDWH WKH
LQKLELWRU\ HIIHFW RI ).%3 ORVV RQ SK/)PLJUDWLRQPRUH HIILFLHQWO\ WKDQ FRDWLQJ ZLWK
W\SH , .QÝSSHO HW DO  FI &KDSWHU  7KH PDMRU UROH RI FROODJHQ 9, LQ (&0
RUJDQL]DWLRQ DQG WKH GHSHQGHQF\ RI FHOO PLJUDWLRQ RQ WKH WRSRJUDSK\ RI WKH (&0SXW
IRUZDUGWKHDVVXPSWLRQWKDW).%3UHJXODWHVSK/)PLJUDWLRQPDLQO\WKURXJKFROODJHQ
9, 7KH IDFW WKDW RWKHU (&0 SURWHLQV LQFOXGLQJ )1 FROODJHQ 9 6WDDE:HLMQLW] HW DO
FI&KDSWHUDQGFROODJHQ ,,, XQSXEOLVKHGGDWDIURPRXU ODERUDWRU\DUHDOVR
UHGXFHGXSRQ).%3NQRFNGRZQPLJKW LQGLFDWHWKDWWKH(&0WRSRJUDSK\LVFKDQJHG
GXHWR).%3GHILFLHQF\ZKLFKDOWHUVPLJUDWLRQDQGDGKHVLRQEHKDYLRURIWKHFHOODQG
IXUWKHU HPSKDVL]HV ).%3 DV D SURPLVLQJ QRYHO GUXJ WDUJHW LQ ,3) DQG LPSRUWDQW
UHJXODWRURI(&0UHPRGHOLQJ





SUHVHQFH RI ERWK GUXJV UHGXFHG WKH WKLFNQHVV RI IRUPHG FROODJHQ ILEULOV VLJQLILFDQWO\
,QWHUHVWLQJO\ QLQWHGDQLE DQG SLUIHQLGRQH GHFUHDVHG FROODJHQ 9 H[SUHVVLRQ ZKLFK LV
LQFUHDVHG LQ ,3) &ROODJHQ 9 LV DQ LPSRUWDQW IDFWRU IRU WKH LQLWLDWLRQ RI FROODJHQ ILEULO
DVVHPEO\DVDFRPSRQHQWRIFROODJHQ,ILEULOVDQGDUHJXODWRURIILEHUVL]H:HQVWUXSHW
DO 3DUUDHWDO9LWWDOHWDO .QÝSSHOHWDO$GGLWLRQDOO\ERWK
GUXJV LQKLELW FROODJHQ , ILEULO DVVHPEO\ LQ D GRVHGHSHQGHQW PDQQHU .QÝSSHO HW DO




E\ WKH GRZQUHJXODWLRQ RI FROODJHQ 9 ZKLFK SRVVLEO\ FRQWULEXWHV WR WKH DOWHUHG
DSSHDUDQFH RI FROODJHQ ILEULOV 6HFRQGO\ ERWK GUXJVPLJKW GLUHFWO\ LQWHUDFW ZLWK WULSOH
KHOLFDO FROODJHQ7KLV LQWHUDFWLRQRI QLQWHGDQLEDQGSLUIHQLGRQHZLWK WKH FROODJHQ WULSOH
KHOL[ SUREDEO\ PDVNV RU DOWHUV LQWHUDFWLRQ VLWHV WKDW LQGXFHG FKDQJHV LQ WKH
K\GURSKRELFLW\ RU WKH FKDUJHV RQ WKH WULSOH KHOLFDO VXUIDFH .QÝSSHO HW DO  FI
&KDSWHU
2YHUDOO WKH GLUHFW FRPSDULVRQ RI QLQWHGDQLE DQG SLUIHQLGRQH LQ RXU VWXGLHV UHYHDOHG
QLQWHGDQLEDVPRUHHIIHFWLYHLQUHJDUGRIWKHXVHGFRQFHQWUDWLRQVH[WHQWDQGQXPEHURI
WDUJHWHG ILEURWLF PDUNHUV IRU H[DPSOH QLQWHGDQLE GRZQUHJXODWHG P51$ DQG SURWHLQ
OHYHOV RI FROODJHQ , ,,, DQG )1 LQ ,3) SK/) FRPSDUHG WR WKH QHJOLJLEOH HIIHFWV RI
SLUIHQLGRQH .QÝSSHO HW DO  FI &KDSWHU  1LQWHGDQLE DOVR GHFUHDVHV WKH
H[SUHVVLRQRI).%3D33,DVHDQGFROODJHQFKDSHURQH,VKLNDZDHWDO.QÝSSHO
HWDOFI&KDSWHU




$OUHDG\ LQ WKH SDVW VHYHUDO VWXGLHV KDYH EHHQ XQGHUWDNHQ WR WDUJHW WKH FROODJHQ
ELRV\QWKHVLVDQGPDWXUDWLRQSDWKZD\$VDOUHDG\GHVFULEHGDERYHLQWKH(5FROODJHQLV
SRVWWUDQVODWLRQDOO\PRGLILHGE\HQ]\PHV OLNHSURO\ORU O\V\OK\GUR[\ODVHV)RU LQVWDQFH
WKH LQKLELWLRQ RI SURO\O K\GUR[\ODWLRQ E\ HJ S\ULGLQHGLFDUER[\ODWH UHVXOWV LQ
GHFUHDVHG WKHUPDOVWDELOLW\RI WKH WULSOHKHOL[DQG WKXV WR LQFRUUHFW IROGLQJ IROORZHGE\
SURWHRO\WLFGHJUDGDWLRQ.DJDQ6WXGLHVLQEOHRP\FLQLQGXFHGOXQJILEURVLVLQPLFH
DQG LQ FXOWXUHG OXQJ ILEUREODVWV VKRZHG WKDW WUHDWPHQWZLWK S\ULGLQHGLFDUER[\ODWH
GLPLQLVKHG 7*)ЎVWLPXODWHG FROODJHQ SURGXFWLRQ LQGLFDWLQJ SURO\O K\GUR[\ODVH
LQKLELWLRQDVSURPLVLQJGUXJWDUJHWLQSXOPRQDU\ILEURVLV/XRHWDO
&ROODJHQ O\V\OK\GUR[\ODWLRQ LVH[HFXWHGE\WKUHHGLIIHUHQW O\V\O K\GUR[\ODVHV/+/+
DQG/+HQFRGHGE\3/2'3/2'DQG3/2'JHQHV/\V\OK\GUR[\ODWLRQLQWKHKHOLFDO






HW DO  YDQ GHU 6ORW HW DO  7HORSHSWLGH O\V\O K\GUR[\ODWLRQV DUH IURP JUHDW




VKRZQ WR LQKLELW /+V P51$ DV IROORZV /+!!/+E!/+ =XXUPRQG HW DO 
2YHUDOO WKHUH ZDV QR UHGXFWLRQ RI WKH WRWDO DPRXQW RI S\ULGLQROLQH FURVV OLQNV ZKHQ
PLQR[LGLOZDVDGPLQLVWHUHGGLVPLVVLQJWKHFRPSRXQGDVDQWLILEURWLFGUXJ=XXUPRQGHW
DO  1HYHUWKHOHVV WKH SRWHQWLDO RI /+ DV D SRVVLEOH WKHUDSHXWLF WDUJHW LV
UHLQIRUFHG E\ H[SHULPHQWV RI *LVWHOLQFN HW DO UHYHDOLQJ WKDW KRPR]\JRXV 3/2'
QRQVHQVH PXWDWLRQ LQ ]HEUDILVK UHVXOWHG LQ GHFUHDVHG WHORSHSWLGH K\GUR[\ODWLRQ
FURVVOLQNLQJ DQG OHVV RUJDQL]HG FROODJHQ , ILEULOV *LVWHOLQFN HW DO  ,QWHUHVWLQJO\
PXWDWLRQV LQ /+ DQG ).%3 OHDG WR %UXFN V\QGURPH W\SH  DQG  UHVSHFWLYHO\ D
GLVHDVH SKHQRW\SLFDOO\ UHODWHG WR 2, *MDOWHPD HW DO  0LVVHQVH PXWDWLRQV RI
).%3 UHVXOWLQJ LQ LWV ORVV DUH IRXQG LQ 2, DQG FDXVH LQVWDEOH FROODJHQ WULPHUV DQG
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6FKZDU]H HW DO  *MDOWHPD DQG
FROOHDJXHV UHSRUWHG WKDW ).%3 LV FULWLFDO IRU /+ DFWLYLW\ DQG WKHUHIRUH LQGLUHFWO\
DIIHFWV S\ULGLQROLQH FURVVOLQNLQJ RI FROODJHQ *MDOWHPD HW DO  2YHUDOO WKLV
KLJKOLJKWV LQWUDFHOOXODU ).%3 DFWLYLW\ DV LQGLVSHQVDEOH IRU H[WUDFHOOXODU FROODJHQ
SURFHVVLQJDQGXOWLPDWHO\IRUFROODJHQILEULOIRUPDWLRQDQGVWDELOL]DWLRQ
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0DULQL HW DO $GGLWLRQDOO\+63
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7KHUHIRUH &KXQJ DQG FROOHDJXHV EORFNHG WKH WHORSHSWLGH UHJLRQV RI FROODJHQ ZLWK D
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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OLWHUDWXUHXQGHUOLQH WKDW WDUJHWLQJ).%3PD\EHDSURPLVLQJVWUDWHJ\ WRSUHYHQW ,3)
GLVHDVHSURJUHVVLRQ).%3GHILFLHQF\QRWRQO\UHVXOWVLQ WKHLQKLELWLRQRI LQWUDFHOOXODU
FROODJHQ WULSOH KHOL[ IRUPDWLRQ DQG VHFUHWLRQ EXW FDQ DOVR EH DQWLFLSDWHG WR LQKLELW
H[WUDFHOOXODUFROODJHQILEULOIRUPDWLRQDQGVWDELOL]DWLRQ7KHODVWSRLQWLVVWUHQJWKHQHGE\
WKH IDFW WKDW ERWK DSSURYHG ,3) WKHUDSHXWLFV HIIHFWLYH LQ WKH WUHDWPHQW RI ,3) LQKLELW
FROODJHQ ILEULO IRUPDWLRQ $GGLWLRQDOO\ RXU UHVXOWV LQGLFDWH ).%3 DV DQ LQWUDFHOOXODU
UHJXODWRU RI (&0 UHPRGHOLQJ 7KHVH ILQGLQJV SXW IRUZDUG WKH WDUJHWLQJ RI FROODJHQ
V\QWKHVLV DQGPDWXUDWLRQ DV SURPLVLQJ DQWLILEURWLF VWUDWHJ\ZKLFK LV UHLQIRUFHG E\ WKH
IDFWWKDWFROODJHQLVWKHPDLQQHZO\V\QWKHVL]HGSURWHLQ LQILEURWLF(&0 'HFDULVHWDO

,QWKHSDVWVHYHUDO LQKLELWRUVDJDLQVW LQWUDDQGH[WUDFHOOXODUPROHFXOHVSDUWLFLSDWLQJ LQ
FROODJHQELRV\QWKHVLVDQGPDWXUDWLRQKDYHEHHQGHYHORSHGDQGWHVWHGKRZHYHU).%3
LQKLELWLRQ DORQH PLJKW EH DOUHDG\ YHU\ HIIHFWLYH LQ WKH UHGXFWLRQ RI ILEURWLF IHDWXUHV
)LUVWO\).%3NQRFNGRZQUHGXFHGFROODJHQ ,H[SUHVVLRQDQGVHFUHWLRQDVZHOODV WKH
H[SUHVVLRQRIRWKHUILEURWLFPDUNHUVLQFOXGLQJFROODJHQ9FROODJHQ9,)1α60$*KRVK
DQG 9DXJKDQ  6WDDE:HLMQLW] HW DO 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FI &KDSWHU  DQG FROODJHQ ,,,
SUHOLPLQDU\ GDWD IURP RXU ODERUDWRU\ $V PHQWLRQHG EHIRUH LQ YLYR FROODJHQ ILEULO
IRUPDWLRQLVLQKLELWHGLQDEVHQFHRIHJ)1RUFROODJHQ9.DGOHUHWDO
$GGLWLRQDOO\ ).%3 ORVV DOVR UHGXFHG WKH H[SUHVVLRQ RI 3DL D VHULQH SURWHDVH
LQKLELWRU LPSOLFDWHG LQ D VLJQDOLQJ FDVFDGH UHVXOWLQJ LQ 003 DFWLYDWLRQ DQG ILQDOO\ LQ
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*KRVK DQG9DXJKDQ  6WDDE:HLMQLW] HW DO  %HVLGHV
WKH UHJXODWLRQRI(&0SURWHLQH[SUHVVLRQE\).%3 WKH UHGXFWLRQRI3DL LVDOVRRI
LPSRUWDQFH DV GHVFULEHG E\ *KDUHH.HUPDQL DQG FROOHDJXHV 0LFH GHILFLHQW RI 3DL
ZHUH SURWHFWHG IURP DFFXPXODWLRQ RI FROODJHQ DIWHU EOHRP\FLQLQGXFHG OXQJ ILEURVLV
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 ,VKLNDZD HW DO 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H[SUHVVLRQ LV FKDQJHG XSRQ ).%3 ORVV PLJKW SRLQW WR DQ RYHUDOO FKDQJH RI (&0
WRSRJUDSK\DQG WKHUHE\ UHGXFHVDGKHVLYHDQGPLJUDWRU\EHKDYLRURISK/) .QÝSSHO HW
DOFI&KDSWHU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+HDUG HW DO 
8QSXEOLVKHGGDWDIURPRXUODERUDWRU\VKRZWKDW).%3GHILFLHQF\OHGWRUHGXFHGP51$
OHYHOVRI3+ LQSK/) LQGLFDWLQJ).%3DVDQSRWHQWLDO LQGLUHFWPRGXODWRURI O\VLQH
K\GUR[\ODWLRQRIKHOLFDOUHJLRQVE\/+DQGDQPRGXODWRURIWHORSHSWLGHUHJLRQVE\/+
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SUHOLPLQDU\GDWDIURPRXUODERUDWRU\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FURVVOLQNLQJ ,Q WKH SDVW LQKLELWLRQ RI FROODJHQ ILEULO IRUPDWLRQ DV SRWHQWLDO DQWLILEURWLF
VWUDWHJ\ KDV EHHQ DOUHDG\ SURSRVHG DQG LV QRZ VWUHQJWKHQHG E\ WKH IDFW WKDW ERWK
DSSURYHG ,3)WKHUDSHXWLFVDOVRDFWRQWKHVH OHYHOV &KXQJHWDO.QÝSSHOHWDO
FI&KDSWHU
Figure 5. Effects of FKBP10 deficiency. FKBP10 deficiency leads to several antifibrotic effects based on 
altered collagen or fibrotic marker expression. FKBP10 loss reduces collagen secretion and collagen I, III, V, FN 
expression. Collagen V and FN in turn are needed for extracellular collagen I fibril formation in vivo. FKBP10 
downregulates collagen VI expression which in turn leads to reduced cell migration. FKBP10 might be needed 
to prevent HSP47 aggregation, which is needed for collagen triple helix formation, like FKBP10. P3H4 forms a 
complex with P3H3 and Cyclophilin B (CYPB) influencing LH1 activity. LH1 is needed for the generation of PTM 
in the helical regions of collagen. FKBP10 is a known modulator of LH2 activity. LH2 is responsible for PTMs in 
the telopeptide regions of collagen I, which are important in collagen fibril formation. Missing PTMs result in 
aberrant collagen fibril formation, followed by impaired collagen crosslinking and ultimately in an altered ECM 
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,3) SDWLHQWV DQG ZLWK SK\VLRORJLFDO UHOHYDQW FRQFHQWUDWLRQV RI 7*)Ў DQG 
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$UEHLWVJUXSSH DP &3& DXV]XIÝKUHQ DOV DXFK IÝU VHLQH 8QWHUVWÝW]XQJ XQG GLH
(UPØJOLFKXQJ]DKOUHLFKHU.RQIHUHQ]EHVXFKHZÇKUHQGGLHVHU=HLW
%HVRQGHUV PØFKWH LFK PLFK EHL 3' 'U &ODXGLD 6WDDE:HLMQLW] IÝU GLH HUVWNODVVLJH
%HWUHXXQJ EHGDQNHQ XQG GDIÝU GDVV VLH GLH EHVWH 0HQWRULQ ZDU GLH LFK PLU QXU
YRUVWHOOHQNRQQWH:ÇKUHQGPHLQHU=HLWDP&3&NRQQWHLFKVHKUYLHOYRQLKUXQGXQVHUHQ
LQWHUHVVDQWHQ 3URMHNWHQ OHUQHQ ,FK KDWWH LPPHU GLH &KDQFH PLFK VHOEHU GXUFK QHXH
,GHHQHLQ]XEULQJHQXQGZXUGHYRQLKUXQWHUVWÝW]W&ODXGLDHVKDWVHKUYLHO6SDJHPDFKW
PLU'LU]XVDPPHQ]XDUEHLWHQXQGLFKELQWUDXULJGDVVVLFKXQVHUH:HJHMHW]WWUHQQHQ
'DUÝEHU KLQDXV PØFKWH LFK PLFK EHL 3URI 'U .DUO3HWHU +RSIQHU IÝU GLH %HWUHXXQJ
PHLQHU'RNWRUDUEHLWDOV'RNWRUYDWHUDP'HSDUWPHQW&KHPLHXQG3KDUPD]LHXQG7KHVLV
&RPPLWWHH0HPEHUEHGDQNHQ'HV:HLWHUHQGDQNH LFK3''U 'LHWPDU0DUWLQ IÝU GLH
%HJXWDFKWXQJPHLQHU'RNWRUDUEHLWXQGGLH7HLOQDKPHDQPHLQHU9HUWHLGLJXQJ
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,VKLNDZD
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.XUVHQ WHLO]XQHKPHQ XQG PHLQ :LVVHQ ]X HUZHLWHUQ 'DKHU PØFKWH LFK PLFK EHL 'U
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MHGHQ7DJVHKHQZHUGHQ
0HLQ EHVRQGHUHU 'DQN JLOW PHLQHQ (OWHUQ .DULQ +ØK.QÝSSHO 0$ XQG 'U PHG
:ROIJDQJ.QÝSSHOPHLQHP)UHXQG-RKDQQ5RWKNLUFKVRZLHPHLQHUJDQ]HQ)DPLOLHXQG
)HOL[IÝULKUH8QWHUVWÝW]XQJ
